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ABSTRACT OF DISSERTATION

DISCOVERING A NOVEL ANTIFUNGAL TARGET IN DOWNSTREAM
STEROL BIOSYNTHESIS USING A SQUALENE SYNTHASE FUNCTIONAL MOTIF
The sterol biosynthetic pathway is essential for growth of all eukaryotic cells and the
main target of antifungal agents. The emergence of resistance to these antifungals in an already
ill patient population indicates a need to develop drugs that have a broad spectrum of activity
among pathogenic fungi and have minimal patient toxicity. Squalene synthase is the first
committed step in the sterol pathway and has been studied intensively for development of
antifungal agents. While the overall architecture of this enzyme is identical throughout
eukaryotes, it was shown that plant and animal genes cannot complement a squalene synthase
knockout mutation in yeast unless the carboxy-terminal domain is swapped for one of fungal
origin. This implies that there is a component of the fungal carboxy-terminal domain that is
responsible for the complementation phenotype and that is unique to the fungal kingdom of
life.
To determine the role of the carboxy-terminal domain of squalene synthase in the sterol
pathway, we used the yeast Saccharomyces cerevisiae with a squalene synthase knockout
mutation and expressed squalene synthases originating from fungi, plants, and animals. In
contrast to previous observations, all enzymes tested could partially complement the knockout
mutation when the genes were weakly expressed. When induced, non-fungal squalene
synthases could not complement the knockout mutation and instead led to the accumulation of
carboxysterol intermediates, suggesting an interaction between squalene synthase and the
downstream sterol C4-decarboxylase. Overexpression of a sterol C4-decarboxylase from any
kingdom of life both decreased the accumulation of carboxysterol intermediates and allowed
non-fungal squalene synthases to complement the squalene synthase knockout mutation.
Using chimeric squalene synthases from each kingdom of life, the motif in the Cterminal domain responsible for preventing this toxicity was mapped to a kingdom-specific 26amino acid hinge motif adjacent to the catalytic domain. Furthermore, over-expression of the
carboxy-terminal domain alone containing a hinge motif from fungi, not from animals or plants,
led to growth inhibition of wild-type yeast. Since this hinge region is unique to and highly
conserved within each kingdom of life, this data provides evidence for the development of an
antifungal therapeutic as well as for tools to develop an understanding of triterpene catalytic
activity and identify similar motifs in other biosynthetic pathways.
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Sterol C4-decarboxylase, Growth Inhibition

Kristin Brooke Linscott
Student’s Signature
6-20-2017
Date

DISCOVERING A NOVEL ANTIFUNGAL TARGET IN DOWNSTREAM
STEROL BIOSYNTHESIS USING A SQUALENE SYNTHASE FUNCTIONAL MOTIF

By
Kristin Brooke Linscott

Dr. Joe Chappell
Director of Dissertation
Dr. Trevor Creamer
Director of Graduate Studies
6-20-2017

To my father, for every pearl of wisdom
and cup of coffee

ACKNOWLEDGMENTS
First and foremost, I would like to thank my mentor and chair of my committee, Dr. Joe
Chappell, who created a supportive and engaging environment for my graduate training. The
work presented in this dissertation would not have been possible without his expertise, patience
and generous guidance every step of the way. I would also like to express my gratitude to each
member of my dissertation committee, Dr. Todd Porter, Dr. David Watt, Dr. Craig Horbinski, and
Dr. Matthew Gentry, as well as my outside examiner Dr. David Atwood. Together they have
provided invaluable advice and critical comments in regards to both my project and my career,
encouraging me to strive for excellence.
I thank Dr. Srebrenka Robic for sparking my interest in research during my
undergraduate studies.

Thank you to the MD/PhD program, especially Dr. Susan Smyth and

Therese Stearns for welcoming me into the program. I thank all of the students of the MD/PhD
program who have been good friends. Thank you to the students ahead of me for all of the
great advice, to the new students for sharing enthusiasm, and to all for constantly reminding me
that I’m not alone on this journey. I thank my graduate department, Molecular and Cellular
Biochemistry, for teaching me not only about the natural world, but also how to best share my
work with other scientists and the broader community.
To all the members of the Chappell Laboratory, both past and present, you have all been
a constant source of motivation and encouragement. You have allowed me to stand on your
shoulders and have walked with me in solidarity. A special thanks to Dr. Tom Niehaus for
blazing the trail on this project and performing some of the initial experiments. Thank you to
Xun Zhuang as well for her work creating the yeast lines that were so critical for this project.
Thank you to Scott Kinison, who provided technical support throughout my graduate career and
was always available to listen and design experiments.
Finally, I would like to thank my family, who have loved, supported and encouraged me.
I am grateful for the support of my mother and father, who taught me to explore the world
around me and instilled in me a desire to care for others. Thank you to my sister, who taught
me to never stop questioning and learning. Finally, I want to acknowledge my husband, Satrio
Husodo, for his unwavering support throughout the years.

iii

TABLE OF CONTENTS
ACKNOWLEDGMENTS ................................................................................................................. iii
TABLE OF CONTENTS .............................................................................................................. iv
LIST OF TABLES ............................................................................................................................ vi
LIST OF FIGURES ......................................................................................................................... vii
Chapter 1: Background and Introduction ................................................................................. 1
The Emergence of Invasive Fungal Infections .............................................................................. 1
The Development of Antifungal Therapeutics ............................................................................. 3
Squalene Synthase Structure and Function ................................................................................. 4
Scope of Dissertation ................................................................................................................... 9
Chapter 2: Materials and Methods ........................................................................................ 10
Yeast Lines and Growth Media .................................................................................................. 10
Cloning Galactose-inducible Constructs .................................................................................... 11
Yeast Transformation ................................................................................................................. 12
Spot Plate and Growth Curve Analysis....................................................................................... 12
Sterol Profile Analysis using GC-MS ........................................................................................... 14
Protein Sequence Alignments and SQS Modelling .................................................................... 15
Western Blot Analysis ................................................................................................................ 15
Activity Assays ............................................................................................................................ 15
Chemical Profiling for Squalene Accumulation.......................................................................... 16
Chapter 3: Phenotypic Outcomes from Expression of Heterologous Squalene Synthases in
Yeast ..................................................................................................................................... 17
Introduction ............................................................................................................................... 17
Results ........................................................................................................................................ 18
Ergosterol prototrophy is restored by low level expression of a fungal or non-fungal SQS ... 18
Low expression of a non-fungal SQS leads to low ergosterol levels and presqualene alcohol
............................................................................................................................................... 20
Characterizing non-fungal SQS expression, activity, and localization ................................... 27
Overexpression of a non-fungal SQS in ∆erg9 yeast prevents growth................................... 30
Sterol pathway analysis identifies a metabolic block after squalene biosynthesis................ 39
Discussion .................................................................................................................................. 42
iv

Chapter 4: Identification of a Metabolic Block Associated with the Heterologous Expression of
Non-fungal Squalene Synthases in Yeast ................................................................................ 43
Introduction ............................................................................................................................... 43
Results ........................................................................................................................................ 49
Yeast expressing a non-fungal SQS were rescued by blocking squalene flux ........................ 49
Conversion of lanosterol to ergosterol is dependent on a fungal SQS C-terminal domain .... 52
Manipulating carbon flux identifies a metabolic block in the C4 demethylation complex .... 55
Sterol C4-decarboxylase expression enables a non-fungal SQS to complement a ∆erg9
mutation in yeast ................................................................................................................... 58
Expression of a non-fungal SQS leads to the production of carboxysterol intermediates ..... 65
Discussion .................................................................................................................................. 72
Chapter 5: Mapping a Kingdom-Specific Hinge Motif in the C-terminal Domain of Squalene
Synthase ................................................................................................................................ 74
Introduction ............................................................................................................................... 74
Results ........................................................................................................................................ 75
Mapping a functional motif in the C-terminal domain of SQS ............................................... 75
Further narrowing down the critical residues in the hinge motif .......................................... 78
Expression of the fungal SQS hinge motif inhibits growth of wild-type yeast ....................... 82
Discussion .................................................................................................................................. 89
Chapter 6: Additional Applications and Inferences: Investigating the Function of SQS Active
Site Residues and Developing an Algorithm for Identifying Similar Motifs ............................. 95
Introduction ............................................................................................................................... 95
Results ........................................................................................................................................ 97
Determining a complementation phenotype for SSL1-SSL3 constructs in ∆erg9 yeast ......... 97
Library screening identifies mutations capable of converting the catalytic specificity of SSL3
............................................................................................................................................. 101
Developing a naïve algorithm able to highlight the hinge motif of squalene synthase ...... 103
Discussion ................................................................................................................................ 105
Chapter 7: Concluding Remarks ........................................................................................... 110
APPENDIX A: Abbreviations ................................................................................................. 112
REFERENCES ........................................................................................................................ 113
VITA .................................................................................................................................... 120

v

LIST OF TABLES
Table 6.1: Independent clones recovered from the SSL1-SSL3YCT mutant library on SC glucose
and SC galactose solid media. ...................................................................................................... 102

vi

LIST OF FIGURES
Figure 1.1: Candida and Aspergillus are the most common fungi associated with invasive fungal
infections in humans and there are few available treatment options. ........................................... 2
Figure 1.2: Squalene synthase architecture and catalytic activity................................................... 6
Figure 1.3: Alignment of SQS protein sequences representing each kingdom of life. .................... 7
Figure 1.4: The sterol biosynthetic pathway in fungi and the sterol biosynthetic complex............ 8
Figure 2.1: Protocol for yeast spot plate analysis.. ........................................................................ 13
Figure 3.1: The C-terminal domain of a fungal SQS is necessary for accumulation of lanosterol
and squalene epoxide .................................................................................................................... 19
Figure 3.2: Complementation of a SQS knockout (∆erg9) yeast line with fungal and non-fungal
SQS genes is dependent upon expression level ............................................................................. 21
Figure 3.3: Low-level expression of a non-fungal SQS gene leads to low level accumulation of
ergosterol and presqualene alcohol. ............................................................................................. 22
Figure 3.4: The sterol profiles of SQS-deficient yeast expressing non-fungal SQS genes from each
kingdom of life reveals the low level accumulation of ergosterol and presqualene alcohol ........ 24
Figure 3.5: Sterol profile of wild-type yeast in SC glucose media.................................................. 25
Figure 3.6: Identification of presqualene alcohol in yeast by GC-MS analysis .............................. 26
Figure 3.7: Quantification of SQS expression levels from each kingdom of life ............................ 28
Figure 3.8: Comparison of SQS activity in vitro from various kingdoms of life. ............................ 29
Figure 3.9: In vivo squalene accumulation following expression of SQS from various kingdoms of
life .................................................................................................................................................. 31
Figure 3.10: Growth and sterol profiles of ZX178-08 yeast cultures expressing wild-type yeast or
human SQS genes grown in liquid cultures ................................................................................... 32
Figure 3.11: Spot plate analysis of twenty colonies expressing an algal SQS with the ability to
complement the ∆erg9 mutation in induction media with ergosterol. ........................................ 34
Figure 3.12: Representative sterol profiles for yeast expressing an algal SQS and capable of
growing on induction media .......................................................................................................... 35
Figure 3.13: Inactive algal and yeast SQS proteins have impaired first half-reactions. ................ 37
Figure 3.14: Combining an active algal SQS with an inactive yeast SQS recovers the
complementation phenotype ........................................................................................................ 38
Figure 3.15: Expression of an inactive yeast SQS partially inhibits growth of a ∆erg9 yeast line coexpressing an active yeast SQS while allowing a non-fungal SQS to complement the knockout
mutation. ....................................................................................................................................... 40
Figure 3.16: The sterol profile of ZX178-08 yeast co-expressing algal and inactive yeast SQS ..... 41
Figure 4.1: Toxic intermediates and side-products of the ergosterol biosynthetic pathway ........ 44
Figure 4.2: The structures of intermediates in the downstream sterol biosynthetic pathway ..... 45
Figure 4.3: The structure, stereochemistry and numbering of lanosterol ................................... 46
Figure 4.4: Three enzymatic steps in the C4 demethylation complex ........................................... 47
Figure 4.5: Expression of non-fungal SQS, but not yeast SQS, is associated with the production of
toxic downstream sterol metabolites ............................................................................................ 50
vii

Figure 4.6: Sterol profiles from yeast lines Δerg9,6 and Δerg9,3 expressing fungal or non-fungal
SQS ................................................................................................................................................. 51
Figure 4.7: Utilization of exogenous lanosterol in yeast is dependent on the presence of a fungal
SQS ................................................................................................................................................. 54
Figure 4.8: Growth of the yeast line ZX178-08 expressing an algal SQS improves with increasing
levels of terbinafine. ...................................................................................................................... 56
Figure 4.9: Removal of terbinafine from ZX178-08 yeast expressing a human SQS leads to 4,4dimethylzymosterol accumulation ................................................................................................ 57
Figure 4.10: Co-expression of a non-fungal SQS with squalene epoxidase from a model grass in
ZXB leads to 4,4-dimethylzymosterol. ........................................................................................... 59
Figure 4.11: Overexpression of sterol C4-decarboxylase allows Δerg9,1 yeast to grow in the
presence of exogenous lanosterol ................................................................................................. 60
Figure 4.12: Alignment of the deduced sterol C4-decarboxylase amino acid sequences for sterol
C4-decarboxylase genes from each kingdom of life ...................................................................... 62
Figure 4.13: Co-expression of sterol C4-decarboxylase genes from any kingdom of life with a SQS
gene from any kingdom of life is sufficient to complement a ∆erg9 mutation in yeast regardless
of strong (galactose) or leaky (glucose) gene expression conditions ............................................ 63
Figure 4.14: Co-expression of a non-fungal SQS with the S. cerevisiae sterol C4-decarboxylase
returns the sterol pathway to a wild-type profile ......................................................................... 64
Figure 4.15: Overexpression of a non-fungal SQS gene leads to accumulation of carboxy-sterol
intermediates ................................................................................................................................. 66
Figure 4.16: Low level expression of a non-fungal SQS led to accumulation of carboxy-sterol
intermediates ................................................................................................................................. 67
Figure 4.17: Mass spectra of putative carboxysterol intermediates ............................................. 68
Figure 4.18: Accumulation of three carboxysterol intermediates in wild-type yeast following
totarol treatment ........................................................................................................................... 70
Figure 4.19: Yeast expressing a non-fungal SQS have lower total carboxysterol levels when coexpressing an inactive yeast SQS or a C4-decarboxylase .............................................................. 71
Figure 5.1: Mapping the SQS motif responsible for the functional complementation phenotype
....................................................................................................................................................... 76
Figure 5.2: Alignments of the C-terminal domains of SQS enzymes from diverse fungi and from
multiple kingdoms of life ............................................................................................................... 77
Figure 5.3: A homology model of S. cerevisiae SQS and the hinge motifs from each kingdom of
life. ................................................................................................................................................. 79
Figure 5.4: Expression of SQS with a non-fungal hinge motif leads to carboxysterol accumulation
....................................................................................................................................................... 80
Figure 5.5: The SKIEQ amino acid sequence in the hinge motif is critical for the fungal SQS
complementation phenotype. ....................................................................................................... 81
Figure 5.6: Examination of specific residues in the fungal SQS hinge motif for their contribution
to the complementation phenotype. ............................................................................................ 83
Figure 5.7: Effects of fungal and non-fungal SQS carboxy-terminal (CT) domains on growth of
wild-type BY4741 yeast.................................................................................................................. 85
viii

Figure 5.8: Fungal SQS carboxy-terminal domain expression inhibits wild-type yeast in a dose
dependent manner. ....................................................................................................................... 86
Figure 5.9: The fungal hinge motif is responsible for growth inhibition when expressing a SQS
carboxy-terminal domain in wild-type yeast ................................................................................. 87
Figure 5.10: Profiling sterol accumulation following expression of a fungal C-terminal domain in
wild-type yeast. .............................................................................................................................. 88
Figure 5.11: Fungal SQS carboxy-terminal domain expression inhibits yeast without a functional
sterol biosynthetic pathway. ......................................................................................................... 90
Figure 5.12: A conceptual model for how the organization of the sterol pathway might be
facilitated by a non-catalytic hinge motif of SQS ........................................................................... 91
Figure 5.13: Comparison of the hinge motifs of squalene synthases across kingdoms of life ...... 92
Figure 5.14: Alignment of hinge motifs from SQS enzymes in each kingdom of life including
protozoans. .................................................................................................................................... 94
Figure 6.1: The SSL1-mtSSL3YCT construct produces increased squalene in yeast which feeds
into the sterol biosynthetic pathway ............................................................................................. 98
Figure 6.2: Expression of algal SQS genes produced by library mutagenesis and identified by
screening for the non-fungal SQS growth phenotype. ................................................................ 100
Figure 6.3: The 17glu26 and 17glu29 mutants have a converted product specificity but produce
different levels of squalene ......................................................................................................... 104
Figure 6.4: The naïve algorithm for identifying kingdom-specific motifs identifies the hinge motif
of SQS ........................................................................................................................................... 106
Figure 6.5: Currently available algorithms do not clearly identify the SQS hinge motif ............. 107

ix

Chapter 1: Background and Introduction
The Emergence of Invasive Fungal Infections
While invasive fungal infections were once rare in a clinical setting, their emergence is
now an important cause of patient morbidity and mortality [1]. For many years, invasive fungal
diseases (involving blood, deep tissues, and organs) were caused predominantly by endemic
fungi. These fungi, such as Histoplasma capsulatum, Blastomyces dermatitidis, and Coccidioides
immitis/posadasii, were found in a particular geographic area due to local adaptation and host
specificity [2–5]. Infections began in the lungs following inhalation of spores and then quickly
progressed to deep viscera even in healthy individuals [6]. While these endemic fungi continue
to infect patients, the epidemiology associated with invasive fungal infections has altered over
the past few decades and now predominantly identifies opportunistic fungi in the expanding
population of at-risk hospitalized patients. Despite a growing body of evidence and knowledge
about these fungi, the diagnosis and management of invasive fungal infections remains a
challenge.
Opportunistic infections specifically infect immunocompromised individuals. Of the
more than 18 different genera of opportunistic fungi that infect humans today, Candida species
such as C. albicans, C. glabrata, C. krusei and C. parapsilosis represent the most common
causative agents, accounting for between 46% and 53% of all reported cases. They are also the
most often isolated fungi in cases where the patients have solid tumors. Aspergillus species,
such as A. fumigatus, make up the second most common cause of invasive fungal infections
(18%-24.8%) and are the most often associated with organ transplantation, particularly after
hematopoietic stem cell transplantation [1,7] (Fig. 1.1A). Opportunistic infections also include
the less common fungi that are the cause of cryptococcosis and zygomycosis.
The association of fungal infections with healthcare is a common one since
opportunistic infections are often caused by improved medical technologies which increase the
survival of patients with conditions that render them susceptible to infection. For instance,
patients with cancer are often at an increased risk of infection during chemotherapy, and many
develop a lifelong susceptibility to certain infections even after cancer treatment has ended.
Improved intensive care units treat patients with high doses of powerful antimicrobial drugs,
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Figure 1.1: Candida and Aspergillus are the most common fungi associated with invasive
fungal infections in humans and there are few available treatment options. (A) Of the 7 most
common genera of fungi that cause invasive infections in humans, Candida (56%) and
Aspergillus (22%) are the most common. (B) The number and rate of development for available
classes of systemic antifungal agents introduced to the clinic from 1950-2000 are listed with
polyenes (red), cell cycle inhibitors (purple), azoles (green), allylamines (yellow), and
echinocandins (blue). This figure is modified from Menzin et al. (2009) and Ostrosky-Zeichner et
al. (2010).
2

decreasing competition between fungi and other microbes, and organ transplants often
necessitate long-term use of immunosuppressive agents.

In these patients, even a small

primary infection may progress to fulminant, disseminated disease if not properly treated [8].
It is not surprising then that the frequency of invasive fungal infections due to these
opportunistic pathogens has increased. Hospitalizations caused by fungal infections rose by
approximately 5.7% per year throughout the 1980s and early 1990s. For Aspergillus alone, the
increase was at least eightfold over this period of time [9]. Studies have shown that the number
of cases of sepsis caused by fungi increased by 207% in the twenty years leading up to the turn
of the century [10]. While there are only a few recent epidemiological reports concerning the
incidence of invasive fungal infections, a review of these reports has suggested that more
people worldwide die from the ten most prevalent invasive fungal diseases than from
tuberculosis or malaria [11]. In one of the most complete studies of nosocomial bloodstream
infections, the Surveillance and Control of Pathogens of Epidemiological Importance study
(SCOPE) revealed that almost 10% of all infections were caused by fungi, and C. albicans was the
fourth leading cause of blood stream infections [12].
Perhaps the most striking finding is that the mortality rate for invasive fungal infections
has not dramatically improved. A nationwide study in France in 2014 found that among the
3,600 patients who developed invasive fungal diseases, 28% died of complications arising from
the infection [1]. Of the estimated 400,000 cases of candidemia that occur annually, the
mortality rate is reported to be 42%, while the estimated 200,000 cases per year of invasive
aspergillosis have a mortality rate that is consistently reported to be greater than 50%, and as
high as 75-80% even if the patients are properly diagnosed and treated [11].

The Development of Antifungal Therapeutics
The steadily increasing incidence of fungal diseases and disappointingly high mortality
rates argue for a change in the way that we treat these infections. Currently, one of the most
limiting factors in clinical care of invasive fungal infections is diagnosis, as many of the current
antifungal agents do not treat a broad spectrum of fungi. Even when the causative agent has
been identified, there are relatively few families of antifungal agents that treat systemic
infections (Fig. 1.1B). Compared to other pathogens, fungi are evolutionarily close to humans,
and this has a limiting effect on drug discovery and development. For this reason, therapeutic

3

targets often involve key steps in cell wall and membrane development, especially on the fungal
membrane sterol, ergosterol, and its biosynthesis.
Of the antifungal agents available to clinics, three major classes inhibit the ergosterol
biosynthetic pathway: allylamines, azoles, and polyenes. The allylamine, terbinafine, inhibits the
enzyme squalene epoxidase (Erg1) by binding to the enzyme and triggering a conformational
change that prevents the substrate from binding [13]. While these drugs are fungicidal in
susceptible species including many filamentous fungi, they are not capable of inhibiting the
growth of most pathogenic yeast [14,15]. Azoles, such as fluconazole, inhibit the enzyme
lanosterol C14-demethylase. Unlike allylamines, the azoles are fungistatic and so require a
functional immune system to remove the growth inhibited fungi. Moreover, resistance to
azoles is currently rising due not only to its common use in clinics but also to its use as an
antifungal for crop management [16]. The polyenes are a class of compounds that bind to
ergosterol and disrupt membrane permeability. These toxic agents may cause severe and
sometimes lethal multiple organ failure [17]. One other class of antifungal agents that is
commonly used to target invasive fungal infections in clinics is the echinocandins, which target
the enzyme complex responsible for synthesizing beta-(1,3)-glucan in the cell wall [18]. Unlike
other antifungal agents, echinocandins have fungicidal activity against Candida species, even in
critically ill patients.. However, clinicians are now observing an increase in fungi that are
resistant to both azoles and echinocandins [19].
Over the past decade, research has turned its focus toward other biosynthetic pathways
and cellular components as potential targets for fungal growth inhibition, including amino acid
and sphingolipid biosynthesis [20].

These drugs, while active against many varieties of

pathogenic yeast, are not as active against pathogenic filamentous fungi like Aspergillus, and
many are limited by toxicity. Results like these, while they point to promising lead structures,
have not yielded compounds with the desired potency, spectrum of activity, or safety necessary
for clinical use. These circumstances led to the studies reported in this thesis in which we
sought to identify other potential therapeutic targets in the fungal sterol biosynthetic pathway.

Squalene Synthase Structure and Function
The enzyme squalene synthase (SQS) has garnered attention in the research community
for its role as the first committed step in the sterol pathway – a gatekeeper determining how
carbon flux is distributed between sterols and other essential isoprenoids (6). Initial interest in
4

using this enzyme as a drug target focused on the fact that it is downstream from HMG-CoA
reductase in the cholesterol biosynthetic pathway. Therefore, inhibition of sterol biosynthesis
at this step would avoid a decrease in ubiquinone thought to be responsible for the
development of myopathy, while still providing a similar mechanism of action to statins [21,22].
While several inhibitors of squalene synthase have undergone early development as potential
lipid-altering drugs, they have been associated with potential hepatic toxicity and have not
completed clinical trials [23].

The viability of these inhibitors for decreasing cholesterol

biosynthesis in humans is still questionable, but the use of SQS inhibitors is now widely studied
for the production of anti-fungal therapeutics. This enzyme is also believed to be a promising
target for inhibiting growth of the protozoan parasites Leishmania donovani and Trypanosoma
cruzi [20,24,25], and for disrupting virulence factor biosynthesis in the bacteria Staphylococcus
aureus [26].
Development of squalene synthase inhibitors is limited by the fact that the active site, in
fact the overall architecture of this enzyme, is highly conserved throughout the eukaryotic
kingdoms of life. SQS consists of two domains: the amino (N)-terminal catalytic domain and a
carboxy (C)-terminal domain responsible for tethering the enzyme to the cytosolic face of the
endoplasmic reticulum (ER) (Fig. 1.2A). Within the catalytic domain, alignment of the amino
acid sequences from each of these SQS proteins revealed highly conserved sequences (domains
I-V) responsible for the catalytic reactions performed by this enzyme (Fig. 1.3) [27]. First, headto-head dimerization of two molecules of farnesyl diphosphate (FPP) forms the intermediate
presqualene diphosphate (PSPP) that contains a cyclo-propane ring. The ring is cleaved followed
by reductive rearrangement with the co-factor NADPH to form squalene [28] (Fig. 1.2B).
Squalene then proceeds into the sterol pathway where it is further activated by squalene
epoxidase, then cyclized and modified to form ergosterol in fungi (Fig. 1.4A), cholesterol in
mammalian cells, and the three major sterols in plants; stigmasterol, sitosterol, and campesterol
[29]. The C-terminal membrane spanning helix is critical for localizing SQS to the ER membrane,
where it is part of a complex network of protein-protein interactions involving the rest of the
steps in this pathway. Mo and Bard used a membrane-based yeast two-hybrid system to
characterize interactions between all of the sterol biosynthetic proteins in S. cerevisiae and
suggested that disruptions in this “ergome” may delocalize or destabilize other proteins
impacting the efficiency of the pathway (Fig. 1.4B).

5

Figure 1.2: Squalene synthase architecture and catalytic activity. (A) A homology model of
yeast SQS. This enzyme is composed of both a helical amino- terminal catalytic domain and a
carboxy-terminal domain which includes a membrane spanning helix responsible for tethering
the enzyme to the cytosolic face of the ER membrane. (B) SQS performs a reductive
dimerization, converting two molecules of farnesyl diphosphate (FPP) to squalene through a
two-step mechanism within a single active site cavity.

6

Figure 1.3: Alignment of SQS protein sequences representing each kingdom of life. SQS
protein sequences from each kingdom of life were aligned using the T-coffee algorithm.
Sequences include: S. cerevisiae (yeast), A. thaliana (plant), H. sapiens (human), and B. braunii
race B (algal). The active site domains I-V (black) and carboxy-terminal domain (red) are
underlined.

7

Figure 1.4: The sterol biosynthetic pathway in fungi and the sterol biosynthetic complex. (A)
SQS is the first step (red arrow) in the ergosterol biosynthetic pathway converting farnesyl
diphosphate (FPP) to squalene, a 30-carbon isoprenoid oxidized by squalene monooxygenase
(Erg1) and cyclized by lanosterol synthase (Erg7). In S. cerevisiae, ten additional enzymes modify
the position of methyl groups and double bonds to form ergosterol. Dashed lines indicate
multiple steps in the pathway. (B) These enzymes are all believed to be interconnected in a
protein complex. Each circle represents an enzyme in the S. cerevisiae sterol biosynthetic
pathway, with lines depicting interactions identified by yeast 2-hyrbid analysis. SQS (Erg9) is
colored red. This figure is modified from Mo and Bard (2005).
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Scope of Dissertation
Considering the high morbidity and mortality associated with emerging invasive fungal
infections as well as the limited range of antifungal agents available in clinics, there is a need for
antifungal agents with novel biochemical targets. The sterol biosynthetic pathway is a familiar
but important target for the treatment of these infections, and the role of SQS as the first step
in this pathway makes it an attractive option for drug development. As previously discussed,
the C-terminal domain of SQS is responsible for tethering the enzyme to the endoplasmic
reticulum, but this domain has another fungal-specific function. If a SQS is composed of a fungal
C-terminal domain, not plant or animal, then it is able to complement a SQS knockout mutation
in S. cerevisiae regardless of the origin of the catalytic domain. And so, a small molecule or
peptidomimetic aimed at disrupting this function has the potential to be a safe and specific
inhibitor of fungal growth in humans with broad spectrum efficacy among pathogenic fungi.
In order to gain a clearer understanding of the SQS C-terminal domain, this dissertation
aimed to characterize this region of SQS in terms of yeast growth and determine how it may be
used for antifungal development. Chapter 3 describes the phenotype of yeast expressing SQS
genes from each different kingdom of life (fungal, plant, and animal) at both un-induced and
induced levels and identifies a “toxicity” effect caused by over-expression of a non-fungal SQS.
Chapter 4 investigates the role of SQS in the downstream sterol pathway and its effect on the
activity of the C4 demethylation complex. Chapter 5 maps a kingdom-specific 26-amino acid
hinge motif in the C-terminal domain of SQS responsible for the growth phenotypes described in
the previous chapters and verifies its potential use for the development of a fungal growth
inhibitor. Finally, we use the tools and knowledge gained through this investigation in the
concluding chapter (Chapter 6) to develop a screen capable of evaluating active site residues of
triterpene synthases and produce a preliminary algorithm for identifying other proteins with
similar kingdom-specific motifs.
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Chapter 2: Materials and Methods
Yeast Lines and Growth Media
The yeast line ZX178-08 was produced by Zhuang and Chappell [30] from the parental
line BY4741 (MATa;his3∆1;leu2∆0;met15∆0;ura3∆0). In short, cells were mutagenized by EMS
and plated on media containing nystatin, squalestatin, and cholesterol to select for colonies with
a dispensable sterol pathway. The ZX178 yeast line was then selected from this cohort for its
ability to grow only in the presence of exogenous ergosterol and accumulate high levels of
farnesyl diphosphate (FPP). A targeted knockout mutation of the SQS gene was then performed
by replacing the ERG9 gene with the hygromycin resistance gene hphNT1 [31]. Yeast line ZX17808 was selected for its ability to grow on complete media with added ergosterol and 300 mg/L
hygromycin B.
Additional targeted knockout mutations for yeast lines ∆erg9,1 (ZXB) and ∆erg9,7 (ZXE)
were performed by Zhuang and Chappell using ZX178-08 [30] In the same manner, the double
knockout yeast lines ∆erg9,6 and ∆erg9,3 were produced using ZX178-08 as the parental line.
The ERG6 and ERG3 genes were amplified using Takara high fidelity Primestar taq polymerase
from yeast BY4741 genomic DNA. The PCR fragment was purified, A tailed and ligated into the
pGEM Teasy vector (Promega). This construct was then used as a template for a second PCR
reaction to obtain PCR fragments composed of only the 5’ and 3’ ends of the genes of interest to
be used for homologous recombination. Two cloning sites were then inserted into the middle of
these two sequences and the Padh-Kanmx4-Tcyc-LoxP antibiotic selection marker cassette was
inserted between these restriction sites.
Yeast were grown without selection on YPD complete media with 1% Bacto-yeast
extract, 2% Bacto-peptone, and 2% glucose (pH 5.3) or on synthetic complete (SC) media with
0.67% yeast nitrogen base without amino acids (-his, -leu, -ura, and -trp) (Difco), appropriate
amino acids for selection (250 mg/L histidine, 1 g/L leucine, 300 mg/L uracil, 150 mg/L
tryptophan), 0.6% succinic acid and either 2% glucose or 2% galactose (pH 5.5). YPDE and SCE
media were supplemented with ergosterol for growth of ergosterol dependent lines. Solid YPDE
and SCE media contained 4 mL of sterol stock solution (10 mg/mL ergosterol dissolved in Triton
X-100 and ethanol 1:1) per liter while liquid YPDE and SCE media contained 0.5 mL of ergosterol
stock solution per liter. Stock solutions of lanosterol or cholesterol were made in a manner
identical to ergosterol. All solid media was prepared with 2% Bacto-agar.
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Cloning Galactose-inducible Constructs
SQS genes (ERG9) from the yeast S. cerevisiae (X59959), A. nidulans (XM_655888), and
C. albicans (D89610.1), the plants A. thaliana (NM_119630) and N. benthamiana (U46000.1),
and the algae B. braunii (AF205791.1) were obtained from plasmids provided by Niehaus et al.
[32]. The H. sapiens ERG9 gene (FDFT1, NM_004462) was obtained through the Harvard
Medical Center’s DNA Resource CORE and was deposited by the NIH Mammalian Gene
Collection (HsCD00331324). All SQS genes were cloned into the Pesc-ura vector (Agilent) using
NotI and SpeI restriction sites.
The genes encoding for enzymes in the C4 demethylation complex of S. cerevisiae, sterol
C4-methyloxidase

(ERG25,

NM_001181189.3),

sterol

C4-decarboxylase

(ERG26,

NM_001180866.1), and the sterol C3-ketoreductase (ERG27, NM_001181987.1), were amplified
from BY4741 genomic DNA isolated using the YeaStar Genomic DNA Kit (Zymo Research). To
identify an algal sterol C4-decarboxylase gene (ERG26, SDC), transcriptomic sequencing was
performed by Niehaus et al using RNA pooled from B. braunii cultures ranging from 1-4 weeks
after subculturing [33]. The DNA sequence data obtained by two transcriptomic profiling efforts
was assembled with the CLC Genomics Workbench (CLC Bio). Screening of this dataset with the
S. cerevisiae Erg26 amino acid sequence revealed an ORF encoding a 354 amino acid protein
with a predicted molecular weight of 38,270 daltons. The sterol C4-decarboxylase genes from B.
braunii, A. thaliana (3βHSD/D1, NM_179448.3), and H. sapiens (NSDHL, NP_057006.1) were
cloned from cDNA. Trizol was used to isolate total RNA from the respective species according to
the manufacturer’s recommendations, which was then followed by cDNA synthesis using
SuperScript III Reverse Transcriptase (Thermo Fisher Scientific). All sterol C4-decarboxylase
genes were cloned into the Pesc-his vector (Agilent) using NotI and SpeI restriction sites.
Chimeric SQS genes were produced using an assembly PCR strategy described by
Niehaus et al [33]. For instance, the Algal SQS with a yeast C-terminal domain (BS SQS) was
created by first amplifying the B. braunii SQS catalytic domain with a 3’ extension corresponding
to the 5’ sequence of the S. cerevisiae SQS C-terminal domain, and the C-terminal domain of the
S. cerevisiae SQS with a 5’ extension corresponding to the 3’ end of the algal catalytic domain.
The two PCR amplification products were then purified and used in a subsequent PCR reaction
with the flanking primers. The gene composed of an algal SQS with a yeast hinge motif (BSB
SQS) was then created in a similar manner using the previous construct as a template.
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SQS C-terminal domains used to inhibit yeast growth were amplified from the
corresponding full-length SQS genes and ligated into the Pesc-ura vector using the pGAL10
promoter for 1x expression. The C-terminal domains were then amplified again and inserted in
the reverse orientation relative to the pGAL10 construct, but under the control of the pGAL1
promoter for 2x expression. Chimeric C-terminal domain expression vectors were amplified
from the full length chimeric genes.

Yeast Transformation
The recombinant vectors were transformed into each yeast line using a modified version
of the lithium acetate method [6]. To produce competent cells, a 2 mL starter culture was
inoculated with a single transformed yeast colony, grown for 2-3 days at 28°C shaking at 200
rpm, and used to establish a 50 mL culture of YPDE media. The 50 mL culture was grown
overnight in the same conditions to early exponential phase. The cells were briefly centrifuged
and resuspended in 25 mL of a 1.2 M sorbitol wash buffer (1.2 M sorbitol in 0.1 M phosphate
buffer at pH 7.5). This was followed by a second centrifugation and resuspension in 2.5 mL
LioAC-PEG transformation buffer (0.1 M lithium acetate, 1 mg denatured sperm DNA, 34%
PEGmW3350). Plasmid DNA (~1 μg) was combined with 200 μL of competent yeast and
incubated at 30°C for 1 hr prior to a 10 minute 42°C heat shock. Transformed yeast were plated
onto SCE glucose media lacking specific amino acids to select for auxotrophic markers. Yeast
lines were confirmed to possess the various expression vectors by colony PCR and stored as
glycerol stocks at -80⁰C.

Spot Plate and Growth Curve Analysis
Yeast growth was analyzed using both spot plating and growth curves. For spot plate
analysis, 2 mL starter cultures representing three independent colonies from each
transformation were grown to stationary phase in SCE glucose (3 days) and rinsed with sterile
water. The cultures were then diluted to an optical density of 1 at 600nm and 5x serial diluted
three times using the cuvette station of a NanoDrop 2000c UV-Vis Spectrophotometer (Thermo
Scientific) to produced four different optical densities: 1, 0.2, 0.04, and 0.008 at 600 nm. Four to
five μL of each dilution were spotted on solid SC glucose or SC galactose media without specific
amino acids for selection, with or without exogenous sterol. Photographs were taken after 5-7
days of incubation at 28°C (Fig. 2.1).
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Figure 2.1: Protocol for yeast spot plate analysis. Three 2 mL starter cultures representing
independent colonies from each transformation were grown to stationary phase in SCE glucose
and rinsed with sterile water. The cultures were then diluted to an optical density of 1 at 600nm
and 5x serial diluted three times to produced four different optical densities: 1, 0.2, 0.04, and
0.008. 4-5 μL of each dilution were spotted on various media types and photographs were
taken after 5-7 days of incubation at 28°C.
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For growth curve analysis, single colonies from a yeast transformation were used to
inoculate starter cultures which were grown in 14 mL culture tubes at 28⁰C shaking at 200 rpm.
Once the starter cultures reached stationary phase (3 days), they were used to inoculate 25 mL
of liquid selection media containing glucose or galactose as the sole carbon source. Cultures
were grown at 28°C shaking at 200 rpm, and the optical densities were recorded at each time
point.

Sterol Profile Analysis using GC-MS
For saponified sterol profiles, yeast were extracted based on a modified method by
Quail and Kelly [34]. Cultures were started with single colonies grown in 2 mL of SCE glucose
media to stationary phase, and these starter cultures were then used to inoculate 50 mL of SCE
galactose induction media. Once yeast reached roughly mid-exponential phase (OD600 = 5-8), a
20 mL sample was collected at a normalized optical density equal to 5 at 600 nm. Whole cells
were resuspended in a saponification solution (2 mL of 60% KOH, 1 mL of 1% pyrogallol, and 2
mL of methanol) in 24 mL glass vials with a screw cap, heated in an 80⁰C water bath for 2 hours
and extracted three times with 5 mL heptane.
To identify carboxysterols, yeast were grown and collected as described above. The
cultures were then extracted according to the method of Bligh and Dyer [35]. Cells were
collected by centrifugation for 10 min at 400xg, rinsed with sterile water, and resuspended in a
24 mL glass vial with 1 mL of methanol and 0.5 mL of chloroform. Four hundred µL of glass
beads were added to the vial, which was vortexed at room temperature for 6 min at high speed.
One-half mL of chloroform and one-half mL of ddH2O were added to the vial followed by
vortexing for an additional 1.5 minutes. The vial was centrifuged at 5,000xg for 4 minutes at
room temperature to separate the two phases, and the lower chloroform layer was collected
with a glass syringe and transferred to a clean vial. Samples from both extraction methods were
evaporated to dryness under nitrogen and derivatized using MSTFA + 1% TMCS (Thermo
Scientific) in heptane.
GC-MS analysis was performed on an Agilent 7890A gas chromatograph with splitless
injection coupled to an Agilent 5970C inert XL mass spectrometer with a triple-axis detector and
an Agilent 19091S-433 capillary column (30 m x 250 µm). The oven was programmed to hold at
70⁰C for 2 minutes and then ramped to 270⁰C at a rate of 20⁰C/min. Helium (10 psi) was used
as the carrier gas, the electron ionization energy was 70 eV, and the inlet temperature 250⁰C.
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Identification of sterols was achieved using purified squalene, lanosterol, zymosterol, and
ergosterol standards, and the NIST (National Institute of Standards and Technology) reference
database.

Protein Sequence Alignments and SQS Modelling
The full-length SQS and C4-decarboxylase protein sequences, as well as the 26 amino
acid hinge region of SQS were aligned using Vector NTI Software (Life Technologies). The fulllength yeast SQS protein structures from each kingdom of life were modelled with the help of
the Zhan laboratory [36]. Homology models were created using the Protein Modeling module of
Discovery Studio (version 2.5.5, Accelrys, Inc.) and the available crystal structure of H. sapiens
SQS [37]. The missing C-terminal residues were modelled using the QUARK ab initio server.

Western Blot Analysis
Yeast line ZXB (∆erg9,1) was transformed with Pesc-ura vectors containing aminoterminal FLAG-tagged S. cerevisiae or B. braunii SQS genes. Three independent transformants
were selected and inoculated into 3 mL of SCE glucose media. These starter cultures were
grown at 28⁰C shaking at 200 rpm for three days. A 25 mL culture of SCE glucose media was
then inoculated 1:10 with 2.5 mL of the starter culture and incubated shaking at 28⁰C for 24
hours. Five mL of the culture were centrifuged for 10 minutes at 400xg, resuspended in 50 µL of
ddH2O and combined with 10 µL of a 6x Laemmli buffer. The sample was boiled in a water bath
for 15 minutes and frozen at -80⁰C. The remaining culture was centrifuged, the cell pellet
washed, and the cells were resuspended in SCE galactose media. After 3 days of induction, 5 mL
of sample were removed from the culture and prepared in the same manner as the glucose
sample. Samples were then thawed on ice and 25 µL of each sample was loaded into an SDS
PAGE gel along with 10 µL of SeeBlue Plus2 Pre-stained Protein Ladder (Thermo Fisher
Scientific). The protein was transferred to a nitrocellulose membrane and visualized using a
monoclonal anti-FLAG antibody M2-alkaline phosphatase antibody and an anti-β actin loading
control (Abcam).

Activity Assays
The various SQS genes were transformed in the yeast line ZXB (∆erg9,1) and liquid
cultures were grown in SCE galactose induction media for 4 days. Microsomes were prepared
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according to the methods of Pompon et al. (77). Enzyme assays contained microsomes (0.2 mg
of membrane protein), 50 mM Tris-HCl, pH 7.4, 20 mM MgCl2, 5 mM NADPH and 30 μM FPP
(S.A. ≈ 1250 DPM/pmol) in a total volume of 50 μL. The reaction mixture was incubated at 37°C
for 1 hour followed by termination with 50 μL of 0.5 M EDTA. Hydrocarbons were extracted with
200 μL hexane and used for TLC (silica gel 60 plates, hexane solvent). The squalene zone was
scraped and quantified by liquid scintillation spectroscopy. Enzyme activity (pmoles/hr/μg total
protein) is recorded as a percent of yeast S. cerevisiae SQS activity.

Chemical Profiling for Squalene Accumulation
All chemical profiling was performed in the ZXB yeast line. Three biological replicates
were selected to inoculate 3 mL starter cultures of SCE glucose media. The cultures were grown
for 3 days at 28°C shaking at 220 rpm. Thirty µL of this culture was then used to inoculate 3 mL
of SCE galactose media in a 14 mL culture tube, and the culture was grown at room temperature
for 7 days shaking at 220 rpm. To extract hydrocarbons, 1 mL of culture was combined with 1 mL
of acetone in a 4 mL glass screw cap vial and vortexed periodically for 20 minutes. One mL of
hexane was then added and the vial was vortexed periodically for 30 more minutes. After
separation of layers, 350 µL of the hexane phase was added to a 2 mL GC vial and evaporated
under nitrogen. Fifty µL of iso-octane was then used to reconstitute the sample and transfer it
to a 250 µL GC vial insert. One µL was analyzed via GC-MS.
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Chapter 3: Phenotypic Outcomes from Expression of Heterologous
Squalene Synthases in Yeast
Introduction
A common method used to characterize a gene in any kingdom of life is functional
complementation, adding DNA to a model organism that has a loss-of-function phenotype to
see if the gene or genes of interest are able to restore the model organism to its wild-type
phenotype.

The budding yeast, Saccharomyces cerevisiae, and the fission yeast,

Schizosaccharomyces pombe, are often the model organisms used to test for complementation
since genes of interest can be knocked out of the genome by homologous recombination [38].
To design a screen capable of characterizing a human or plant gene in yeast, a ‘no growth’
phenotype is required that responds under clearly defined conditions, such as allowing putative
complemented yeast to incubate under selective growth conditions.

To study genes for

enzymes like SQS in the sterol biosynthetic pathway, researchers created yeast lines able to use
sterols added to growth media under aerobic conditions. This then allowed for the addition of
knockout mutations [27,39,40], and growth was inhibited when the sterols were absent from
the media unless the expressed ortholog complemented the knockout mutation.
The initial discovery and characterization of the genes encoding SQS (ERG9) occurred in
the yeast S. cerevisiae, followed by S. pombe. Together, these organisms paved the way for the
preparation of ERG9 knockout yeast lines (∆erg9) to verify the identity of genes from both plants
and animals [27,41,42]. Yet when the SQS genes identified in both humans and the model
plants Arabidopsis thaliana and Nicotiana benthamiana were expressed in ∆erg9 yeast lines,
they were unable to complement the mutation [43,44]. Conversely, expression of fungal SQS
genes cloned from the dimorphic yeast, Yarrowia lipolytica, and more recently Ganoderma
lucidum were able to complement the ∆erg9 mutation, a finding that suggested that there is a
unique component of a fungal SQS that is required for SQS to function properly in yeast [45,46].
Robinson et al. first investigated whether or not there is a protein motif or domain
required for the complementation phenotype [27]. These investigators reported that the
human SQS protein displayed only modest levels of enzyme activity in yeast and that this activity
was insufficient to complement the ∆erg9 mutation. However, when a chimeric SQS gene was
created producing a protein with the amino-terminal catalytic domain of the human SQS protein
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linked to the membrane spanning C-terminal domain of the yeast SQS from S. cerevisiae,
complementation was possible, and enzyme activity in yeast was restored. These authors
concluded that the human SQS might be misregulated when expressed in fungi, and the
pathway was unable to produce adequate levels of the end product ergosterol.
Years later, Kribii et al. showed that SQS from the yeast S. pombe and the plant A.
thaliana are both able to localize to the ER membrane in yeast and produce equivalent amounts
of the product squalene [39]. This led to the conclusion that the lack of complementation was
not the result of SQS mRNA expression levels or stability, but rather the result of an intrinsic
feature of the protein unrelated to its catalytic activity or membrane localization.

Using

chimeric enzymes in yeast microsomes and the radioactive substrate FPP, it was then
demonstrated that yeast expressing a SQS protein with a non-fungal C-terminal domain were
unable to convert the squalene into the next two intermediates in the sterol biosynthetic
pathway, oxidosqualene and lanosterol (Fig. 3.1). This led to the hypothesis that the C-terminal
domain of a fungal SQS is necessary for the enzyme to integrate properly into the sterol
biosynthetic complex. In other words, without a component of the fungal C-terminal domain,
SQS cannot effectively deliver squalene to the next step of the sterol pathway.
To define the non-catalytic functional role of a fungal SQS in sterol biosynthesis, we
evaluated the ability of SQS proteins from three eukaryotic kingdoms of life to complement the
∆erg9 mutation in the yeast S. cerevisiae. Using a promoter system capable of both low and
high level expression of each SQS gene, we provide evidence that the fungal SQS proteins have a
structural feature unrelated to the enzyme’s catalytic capacity that is necessary for yeast
growth.

Results
Ergosterol prototrophy is restored by low level expression of a fungal or non-fungal SQS
To verify that a non-fungal SQS cannot complement a strain of S. cerevisiae with a SQS
genetic deficiency, we isolated plant, and animal SQS genes, as well as two recently identified
algal SQS genes, and inserted these genes into an expression vector with the galactose-inducible
promoter pGAL10. When yeast are grown in media containing glucose, this promoter is greatly
repressed, but not completely. Once the yeast are suspended in media containing galactose as
the sole carbon source, the promoter is induced and expression levels greatly increase [47].
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Figure 3.1: The C-terminal domain of a fungal SQS is necessary for accumulation of lanosterol
and oxidosqualene. Microsomes were produced from yeast expressing the yeast S. cerevisiae
SQS (red); plant A. thaliana SQS (green); or a chimeric SQS combining the N-terminal catalytic
domain of the plant SQS with the C-terminal domain of the yeast SQS. The microsomes were
then incubated with the radioactive substrate for SQS, farnesyl diphosphate (FPP), and sterol
extracts were analyzed by TLC. FPP was either dephosphorylated to produce farnesol (FOH) or
converted to squalene by SQS. Squalene that enters the sterol pathway is converted to
oxidosqualene and then lanosterol. Homology models of yeast and plant SQS proteins are
based on a published crystal structure of human SQS. This figure is modified from Kribii et al.
(1997).
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Fungal genes were also isolated in order to compare expression of the non-fungal and fungal
SQS enzymes. We transformed these constructs, along with an empty expression vector, into
the yeast line ZX178-08. This line was produced using EMS mutagenesis to obtain a yeast line
capable of aerobic sterol uptake, followed by complete replacement of the native SQS gene with
a hygromycin selection marker using homologous recombination (∆erg9) [30]. Transformants
were selected for their ability to grow on selective complete (SC) media containing glucose and
exogenous ergosterol (SCE glucose), and three colonies from each transformation were selected
to be biological replicates. These colonies were grown in liquid SCE glucose media and 5-fold
serial dilutions were spot plated on to media containing either glucose or galactose as a carbon
source, with or without exogenous ergosterol (Fig. 3.2).
While yeast transformed with each of the SQS genes grew robustly on selection media
containing glucose and exogenous ergosterol, the observed growth in glucose media without
added ergosterol was unexpected. Expression of a fungal SQS protein from S. cerevisiae,
Candida albicans, or Aspergillus nidulans was able to complement fully the knockout mutation
even at these low expression levels. Since it has been reported that a mutated S. cerevisiae SQS
with only 5% of the usual enzyme activity was still able to complement the knockout mutation in
yeast [39], it is not surprising that very low expression of a highly active SQS in glucose
conditions allowed the yeast to grow in the absence of added ergosterol. Yeast cells expressing
a non-fungal SQS gene from Arabidopsis thaliana, Nicotiana benthamiana, Panax ginseng, Homo
sapiens, or Botryococcus braunii were able to grow under these non-inducing conditions, but the
growth was greatly impaired.
Low expression of a non-fungal SQS leads to low ergosterol levels and presqualene alcohol
Since growth of yeast expressing a non-fungal SQS was compromised in SC glucose, but
was not impaired once exogenous ergosterol was provided, we investigated if a lower level of
total ergosterol content was responsible for the growth inhibition. Yeast transformed with each
SQS gene were grown to mid-exponential phase in glucose media with and without added
ergosterol. The cells were then rinsed with sterile water, and 5α-cholestane was added as an
internal standard. Each sample was saponified, extracted with heptane and evaporated under
nitrogen prior to derivatization and GC-MS profiling. Figure 3.3 compares yeast expressing a
representative fungal (S. cerevisiae) and plant (A. thaliana) SQS in each media type, and figure
3.4 compares a non-fungal SQS from each kingdom of life in SC glucose media.
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Figure 3.2: Complementation of a SQS knockout (∆erg9) yeast line with fungal and non-fungal
SQS genes is dependent upon expression level. The SQS genes from the fungi, S. cerevisiae, A.
nidulans, and C. albicans (red); the plants, A. thaliana, N. benthamiana, and P. ginseng (green); a
human (yellow); and an alga, B. braunii (blue) from either race B (BSS) or race L (LSS) were
cloned under the control of a galactose-inducible promoter and expressed in ZX178-08 yeast
(∆erg9). Three independent transformants for each construct (rows in each panel) were grown
in SCE glucose to stationary phase, diluted to a normalized density and 5-fold serial dilutions
were plated on media where the promoter is repressed (glucose) or induced (galactose) with or
without ergosterol. Images were taken after seven days of growth at 28°C.
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Figure 3.3: Low-level expression of a non-fungal SQS gene leads to low level accumulation of
ergosterol and presqualene alcohol. Sterol profiles were obtained from SQS-deficient yeast
expressing the yeast SQS from S. cerevisiae (red) or the plant SQS from A. thaliana (green) in
glucose media with and without exogenous ergosterol.

Saponified and derivatized sterol

extracts were analyzed by GC-MS. Presqualene diphosphate (PSPP) is an intermediate in the
conversion of FPP to squalene and is dephosphorylated in yeast to produce presqualene alcohol
(PSOH). 5α-cholestane was added as an internal standard.
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According to the cholestane internal standard, the extraction efficiency was consistently
between 89 and 96% for these experiments. SQS-deficient yeast harboring the wild-type SQS
gene on a plasmid vector and grown under non-inductive conditions with and without
exogenous ergosterol exhibited a sterol profile directly comparable to the sterol profile of the
wild-type BY4741 yeast (compare figures 3.4 and 3.5), revealing that a fungal SQS fully recovers
sterol pathway functionality. Interestingly, the ergosterol levels were approximately 4 mg/g dry
weight whether the S. cerevisiae SQS gene was located in its native genomic location or on a
plasmid vector. However, higher zymosterol and lower lanosterol accumulation were evident
when the gene was expressed from an expression vector.
In conditions where expression of plasmid localized genes would be minimal (SC
glucose), yeast harboring the gene for a non-fungal SQS had an ergosterol content that was
roughly 1/3rd to 1/5th lower than that of yeast harboring the wild-type S. cerevisiae SQS gene.
While this showed that the sterol biosynthetic pathway was at least moderately functional, it
was interesting to note that no sterol biosynthetic intermediates like lanosterol or zymosterol
accumulated above the limits of detection. Instead, a unique peak at approximately 12.2
minutes was observed and identified as presqualene alcohol (PSOH). This identification was
based on expression of a previously characterized algal squalene synthase-like enzyme SSL-1
which catalyzes the biosynthesis of presqualene diphosphate (PSPP) that desphosphorylates to
presqualene alcohol (PSOH) in yeast due to endogenous phosphatases (Fig. 3.6) [33]. In the SQS
catalytic cascade, PSPP is the product of the first half reaction which is not usually released from
the enzyme unless the enzyme is NADPH-limited [48]. It is unclear why PSOH might accumulate
when a non-fungal SQS is expressed at low levels, but may indicate that there are factors at play
that influence the micro-environment surrounding the non-fungal SQS enzymes in the ER
membrane. These chemical patterns were unchanged when the yeast were grown in the
presence of exogenous ergosterol, except that PSOH did not accumulate as much and the
ergosterol content approximately doubled.
These results provide two explanations for why yeast with a non-fungal SQS in SC
glucose media might have a decreased growth rate.

First, Bell et al. reported that the

accumulation of PSPP/PSOH can disrupt the normal growth rate of a ∆erg9 yeast line [49].
Alternatively, the low level of ergosterol accumulation could be limiting for growth which can be
restored by exogenous supplementation of ergosterol but not simple induced expression of the
heterologous SQS gene.
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Figure 3.4: The sterol profiles of SQS-deficient yeast expressing non-fungal SQS genes from
each kingdom of life reveals the low level accumulation of ergosterol and presqualene
alcohol. ZX178-08 yeast expressing SQS genes from each kingdom of life were grown in glucose
media with or without exogenous ergosterol. Saponified and derivatized sterol profiles were
prepared and extracts were analyzed by GC-MS. The SQS genes were from the alga, B. braunii
race B (blue); human (yellow); plant, A. thaliana (green); and yeast, S. cerevisiae (red). 5αcholestane was used as an internal standard.
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Figure 3.5: Sterol profile of wild-type yeast in SC glucose media. Wild-type haploid BY4741
yeast were transformed with an empty vector and grown on SC glucose selection media without
exogenous ergosterol.

Yeast were grown to mid-exponential phase; whole cells were

saponified; and heptane extracts were derivatized prior to GC-MS analysis. Indicated sterols
were identified using purified standards as well as the NIST database.
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Figure 3.6: Identification of presqualene alcohol in yeast by GC-MS analysis. SQS-deficient
yeast were transformed with a fusion enzyme consisting of SSL-1 and SSL-3 from B. braunii, as
well as an S. cerevisiae SQS membrane spanning domain. This chimeric enzyme produces the oil
botryococcene, however the SSL-1 enzyme performs the first half-reaction of the enzyme SQS
and releases the intermediate presqualene diphosphate (PSPP) which is converted to
presqualene alcohol (PSOH) by endogenous phosphatases. Yeast were grown to stationary
phase in selection media with added ergosterol, lysed using acetone, and the lysate was
extracted with hexane. The extracts were derivatized and analyzed by GC-MS.
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Characterizing non-fungal SQS expression, activity, and localization
If low levels of ergosterol are the cause of slow growth, then it would follow that the
non-fungal SQS enzymes are either producing less squalene for ergosterol biosynthesis, or the
squalene produced cannot be properly converted to the end product in the pathway. If nonfungal SQS enzymes are producing less squalene than the native fungal counterpart, they could
be poorly expressed, less active, or mislocalized within the ER membrane milieu in yeast. To
test this possibility, we expressed a SQS from each kingdom of life, as well as amino-terminal
FLAG-tagged versions of each SQS in the ZXB yeast line. This yeast line contains knockout
mutations of SQS and the next enzyme in the sterol pathway, squalene epoxidase (∆erg9,1) [30].
This allowed us to investigate not only the expression levels and activity of fungal and nonfungal enzymes following induction but also the total amount of squalene produced in vivo over
time.
To test the expression levels of non-fungal SQS enzymes compared to a fungal SQS, we
first grew three independent transformants containing the FLAG-tagged SQS genes in SCE
glucose media to mid-exponential phase. A portion of each culture was collected and stored to
determine expression levels when the promoter was repressed. The remainder of each culture
was rinsed and resuspended in induction media with added ergosterol (SCE galactose). After 60
hours of induction, cells were collected, resuspended in sterile water with Laemmli buffer [50],
and boiled prior to western blot analysis using anti-FLAG and anti-β actin antibodies (Fig. 3.7).
There were no significant differences between expression levels of fungal vs non-fungal SQS
proteins in yeast, and induction of the promoter with galactose increased the amount of SQS
protein approximately nine-fold.
Since SQS protein expression levels in this yeast line were not significantly different
whether the protein was of fungal or of non-fungal origin, we next determined whether or not
the protein activity varied. Three independent transformants of yeast expressing each SQS were
grown in SCE glucose media until the cultures reached stationary phase. Sixty hours after
galactose induction, microsomes were prepared, and enzyme activity assays were performed
with [3H] FPP and NADPH. Hydrocarbon reaction products were extracted with hexane and
separated via thin layer chromatography. The zone containing squalene was scraped and
quantified by liquid scintillation spectroscopy (Fig. 3.8). When induced, SQS enzyme activity in
yeast containing a non-fungal SQS gene was on average 150% of that observed in yeast
expressing a yeast SQS gene.
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Figure 3.7: Quantification of SQS expression levels from each kingdom of life. SQS-deficient
yeast were transformed with N-terminal FLAG-tagged yeast (ScSQS), plant (AtSQS), human
(HsSQS) and algal (BbSQS) SQS genes. Three independent transformants for each construct
were grown in SCE glucose (Glu) media to repress the pGAL10 promoter, and hence SQS gene
expression. Aliquots of the cultures collected in exponential phase of growth were switched to
induction medium, SCE galactose (Gal), and all the cultures were continued to incubate for 60
hours. Samples were then collected and used for immunodetection of the SQS proteins via
Western blotting (upper panel). The lower panel represents quantification of the Western blots
for all three independent samples.
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Figure 3.8: Comparison of SQS activity in vitro from various kingdoms of life. The yeast line ZXB
having both its native SQS gene and squalene epoxidase deleted (∆erg9,1) was transformed with
plasmids harboring SQS genes of yeast (ScSQS, red), plant (AtSQS, green), human (HsSQS,
yellow), or algal (BbSQS, blue) origins. Three independent transformants of each were grown in
SCE galactose media to mid-exponential phase before microsomes were prepared for in vitro
assays. Results are presented in comparison (percent) to induced expression of the yeast SQS
gene (red).
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Squalene levels were also determined by growing each yeast line in SCE glucose or SCE
galactose for seven days followed by cell lysis with acetone and hexane extraction (Fig. 3.9).
While yeast expressing the SQS gene from S. cerevisiae produced far higher levels of squalene
compared to yeast expressing the non-fungal SQS genes in both low and high expression
conditions, yeast expressing the SQS gene from C. albicans produced less squalene than the
algal SQS. Since both the S. cerevisiae and C. albicans SQS proteins are able to complement the
SQS genetic deficiency in yeast, the absolute level of squalene production does not appear to be
the root cause limiting growth of the yeast transformed with the non-fungal SQS genes (Fig. 3.9).
While the plant and human SQS genes were shown to be expressed at levels comparable to the
fungal and algal SQS genes following induction (Fig. 3.7), squalene levels were approximately
75% lower (Fig. 3.9). One explanation for this difference may involve the stability of these
enzymes in yeast over the course of the seven days that squalene was allowed to accumulate.
These results suggest that all SQS enzymes tested are expressed and active in vivo.
However, expression of a fungal SQS appears to favor carbon flux down the sterol biosynthetic
pathway (as evident from the lanosterol, zymosterol and ergosterol accumulation patterns in
figure 3.3) by a mechanism other than absolute SQS enzyme activity.
Overexpression of a non-fungal SQS in ∆erg9 yeast prevents growth
As expected, expression of a fungal SQS readily complemented the ∆erg9 mutation
when the promoter was induced by galactose, and the growth phenotype was largely
unaffected by the presence or absence of added ergosterol (Fig. 3.2). However, ∆erg9 yeast
expressing a fungal SQS gene exhibit some loss of growth vigor (approximately 20%) as noted by
a decrease in colony density as a function of serial dilutions. Growth in liquid SCE galactose
media revealed that yeast expressing the native yeast SQS had a longer lag phase than those
harboring the empty vector control, yet the maximum growth rate and the final cell density
were directly comparable (Fig. 3.10A).
If a low level of ergosterol accumulation was responsible for the limited growth
phenotype observed when the expression vector contained a non-fungal SQS gene and
expression of the transgene was repressed by growth on glucose, then it would follow that
increasing expression of SQS by switching the cultures to galactose (inducing) media should
improve yeast growth. However, yeast growth was almost completely inhibited once these nonfungal genes were induced for high level expression. Interestingly, this growth inhibition
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Figure 3.9: In vivo squalene accumulation following expression of SQS from various kingdoms
of life. The yeast line ZXB having its native SQS and squalene epoxidase genes deleted (∆erg9,1)
was transformed with plasmids harboring SQS genes of yeast (ScSQS or Candida albicans
CaSQS), plant (AtSQS), human (HsSQS), or algal (BbSQS) origin. Three independent
transformants for each were subsequently grown in SCE glucose or galactose for 7 days before
quantifying the squalene levels using GC-MS.
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Figure 3.10: Growth and sterol profiles of ZX178-08 yeast cultures expressing wild-type yeast
or human SQS genes grown in liquid cultures. A) Yeast containing the empty vector or
expressing the S. cerevisiae SQS (red) or human SQS (yellow) were grown in glucose (closed
circles) or galactose (open circles) media with exogenous ergosterol. The optical density of the
culture was recorded every few hours over a period of 65 hours. B) Yeast were grown in SCE
galactose to mid-exponential phase, and cells were collected by centrifugation.
saponifiable lipids were extracted and derivatized heptane extracts profiled by GC-MS

32

Non-

occurred when expressing the SQS genes from P. ginseng and B. braunii race L, both of which
have been shown to complement a SQS knockout mutation when induced in liquid media or
expressed constitutively. Consequently, there are mutations or growth conditions that do allow
for some complementation [51,52].
In these experiments, the only visible yet limited growth occurred on media containing
exogenous ergosterol, suggesting that regulation of the sterol pathway or spontaneous
mutations may allow the SQS genes to complement. Twenty of the colonies able to grow in
these conditions were inoculated into liquid media for low level SQS expression with exogenous
ergosterol (SCE glucose) and then spotted again onto induction media with and without
exogenous ergosterol (Fig. 3.11). The non-saponifiable sterols for each of the colonies were also
profiled (Fig. 3.12A).

All colonies retained the ability to grow on induction media with

exogenous ergosterol (SCE galactose) although fifteen of the twenty colonies were unable to
grow without exogenous ergosterol (SC galactose). The sterol profiles for 14 of these colonies
(represented by Colony 1) were identical to the profiles described previously (Fig. 3.3), while the
sterol profile for colony 20 was highly similar to the profile of the SQS and lanosterol synthase
double knockout yeast line (ZXE, ∆erg9,7) over-expressing an algal SQS (Fig. 3.12B). Analysis of
the gene for lanosterol synthase (ERG7) in this line identified the mutation F445G, and it has
been suggested that a mutation from a phenylalanine to a hydrophobic residue at position 445
of lanosterol synthase may disrupt electrostatic interactions in the active site cavity [53]. Four
of the twenty colonies (represented by Colony 2) were able to grow in the absence of added
ergosterol although growth was impaired. The sterol profiles from each of these lines revealed
an accumulation of squalene suggesting a change in squalene epoxidase activity. Sequencing
the gene for squalene epoxidase (ERG1) in each of these lines revealed the mutations L37P and
G247D. Each of these mutations have been shown to decrease enzymatic activity [54,55]
These results were corroborated by the fact that the ZX178-08 yeast line (∆erg9)
expressing an induced non-fungal SQS gene is sometimes able to grow in liquid induction media
with added ergosterol (Fig. 3.10A); however, analysis of the sterol profiles from these cultures
showed only squalene, oxidosqualene, dioxidosqualene, and the ergosterol from the media (Fig.
3.10B). When oxidosqualene accumulates, it is transformed by the enzyme squalene epoxidase
to dioxidosqualene, so this profile was likely the result of a change in lanosterol synthase
activity. These results argue that over-expression of the heterologous SQS enzymes may lead to
the build-up of a toxin, and that the toxin may be found in the
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Figure 3.11: Spot plate analysis of twenty colonies expressing an algal SQS with the ability to
complement the ∆erg9 mutation in induction media with ergosterol. The yeast line ZX178-08
(∆erg9) was transformed with an algal SQS gene and plated on media for gene induction (SCE
galactose). Twenty colonies were selected, grown in liquid SCE glucose to stationary phase,
normalized to optical density and spotted onto induction media with and without added
ergosterol. .
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Figure 3.12: Representative sterol profiles for yeast expressing an algal SQS and capable of
growing on induction media. A) Yeast from figure 3.11 were grown in liquid induction media
with added ergosterol to mid-exponential phase.

Cells were collected by centrifugation,

saponified and extracted with heptane. Extracts were derivatized and analyzed by GC-MS. B)
Yeast line ZXE (∆erg9,7) was transformed with an algal SQS gene and grown in induction media
prior to sterol profiling.
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downstream sterol pathway since changes upstream appear to be responsible for the
restoration of growth.
SQS biological functions operate via distinct molecular mechanisms
Our results suggest that fungal SQS may possess two functions in the sterol pathway:
the first as an essential enzyme for sterol biosynthesis, and the second by providing the means
to prevent toxin accumulation. All the non-fungal SQS genes encode for catalytically active
enzymes (Fig. 3.8), suggesting that preventing toxin accumulation may occur via a molecular
mechanism that is not directly associated with catalytic activity. To verify that these functions
are independent, we generated point mutations in the yeast and algal SQS genes to disrupt
enzyme activity. An inactivating mutation in B. braunii race B SQS (A177N) was previously
described disrupting the first of the SQS enzyme’s two half reactions [49]. By aligning the amino
acid sequences of the B. braunii and S. cerevisiae SQS proteins, the corresponding mutation in S.
cerevisiae SQS (A183N) was identified and introduced into the yeast gene. In order to verify the
effect of these mutations, the genes were co-expressed with the SSL-1 gene from B. braunii race
B or an empty vector in the ZXB yeast line (∆erg9,1). SSL-1 is able to catalyze only the first half
reaction, converting two molecules of FPP to PSPP. Cultures were incubated for seven days; the
cells were lysed; and hexane extracts were examined for squalene by GC-MS (Fig. 3.13). As
expected, squalene was not detectable when yeast expressed only the inactive yeast or algal
SQS enzymes; however, expressing these enzymes with SSL-1 led to detectable levels of
squalene and two additional unknown triterpene peaks (1 and 2).
These inactive SQS proteins were then expressed in combination with active algal and
yeast SQS enzymes in the ∆erg9 yeast line. Three independent transformants from each
combination were spot plated on media to repress (glucose) and induce (galactose) the
promoter, with and without added ergosterol (Fig. 3.14). When expressed singularly, only the
fully active, wild-type yeast SQS was able to fully complement the knockout mutation when the
yeast were grown in all four conditions, as observed in figure 3.2. The active algal SQS could not
fully complement at low expression levels and induction led to complete growth inhibition.
Neither the inactive yeast nor the algal SQS enzymes promoted growth of the yeast line, and like
the yeast harboring the empty expression vector were only able to grow in the presence of
exogenous ergosterol regardless of the induction conditions (glucose vs galactose media).
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Figure 3.13: Inactive algal and yeast SQS proteins have impaired first half-reactions. Yeast line
ZXB (∆erg9,1) was co-transformed with the the A177N SQS mutant gene of B. braunii or the
A183N SQS mutant gene from S. cerevisiae along with either an empty vector or the B. braunii
SSL-1 gene encoding a PSPP synthase [33] and either Cultures were incubated at room
temperature for seven days, lysed with acetone, and hexane extracts examined for squalene by
GC-MS.
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Figure 3.14: Combining an active algal SQS with an inactive yeast SQS recovers the
complementation phenotype. Yeast with a ∆erg9 mutation (ZX178-08) were transformed with
combinations of active and inactive SQS genes from the yeast, S. cerevisiae, and alga, B. braunii
race B. Independent transformants (rows) were diluted to an optical density of 1 at 600nm. The
cultures were serially dilutedfive-fold (columns) on to the designated media type. Plates were
grown for seven days at 28°C before imaging.
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As predicted, the combination of an inactive yeast SQS that prevented toxin
accumulation with an active algal SQS that produced squalene allowed the yeast to grow as if an
active fungal SQS was expressed that was capable of carrying out both functions. This was not
the case when co-expressing the algal SQS with an inactive algal SQS. Surprisingly, induction of
both active and inactive S. cerevisiae SQS genes partially impaired yeast growth. It is possible
that very high level expression of a fungal SQS may disrupt interactions in the sterol biosynthetic
complex and perhaps even other complexes in the ER membrane. This would delocalize any
binding partners and decrease the efficiency of ergosterol biosynthesis. The ability of the
A183N mutant fungal SQS gene to support complementation of the ∆erg9 yeast when cotransformed with other non-fungal SQS genes was also extended to the human and plant SQS
enzymes (Fig. 3.15).
Sterol pathway analysis identifies a metabolic block after squalene biosynthesis
We next analyzed the sterol biosynthetic pathway in yeast expressing fungal and nonfungal SQS proteins, as well as the combination of an algal SQS with an inactive yeast SQS,
following induction. Yeast were transformed with constructs containing galactose-inducible SQS
genes from S. cerevisiae and B. braunii race B, and colonies were used to inoculate flasks of
liquid SCE glucose media. Once cultures were grown to mid exponential phase (OD600 = 5), the
cells were collected by centrifugation and rinsed with sterile water before resuspending them in
SCE galactose.

After inducing for three days, non-saponifiable lipids were extracted with

heptane and derivatized samples were analyzed by GC-MS (Fig. 3.16).
Yeast expressing the active S. cerevisiae SQS produced ergosterol and many other
identifiable sterol intermediates (Fig. 3.16). In contrast, yeast expressing an algal SQS alone
produced a low level of both squalene and ergosterol, and no other sterol intermediates
accumulated above the level of detection. These results mirrored those seen when expressing
each SQS at low levels in glucose conditions (Fig. 3.3), and agreed with the previous findings of
Kribii et al. that the squalene produced by a non-fungal SQS could not efficiently enter the sterol
biosynthetic pathway. It is possible that very low levels of a downstream sterol intermediate
are sufficient to impair yeast growth and so this sterol is not identifiable by these methods of
analysis. As predicted, the sterol profile of yeast co-expressing the algal and inactive yeast SQS
sufficient to impair yeast growth and so this sterol is not identifiable by these methods of
analysis. As predicted, the sterol profile of yeast co-expressing the algal and inactive yeast SQS
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Figure 3.15: Expression of an inactive yeast SQS partially inhibits growth of a ∆erg9 yeast line
co-expressing an active yeast SQS while allowing a non-fungal SQS to complement the
knockout mutation. Yeast with a ∆erg9 mutation were transformed with an inactive yeast SQS
(ScSS A183N) and either a SQS gene from each kingdom of life or an empty vector with a
galactose-inducible promoter. Three independent transformants (rows) were grown in SCE
glucose liquid cultures for three days prior to normalizing culture density, then spotting five-fold
serial dilutions (columns) onto the designated media types. Plates were grown for seven days at
28°C before imaging.
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Figure 3.16: The sterol profile of ZX178-08 yeast co-expressing algal and inactive yeast SQS.
Yeast line ZX178-08 was transformed with SQS genes from yeast, S. cerevisiae (red); alga, B.
braunii (blue); or a combination of the algal SQS with an inactive A183N mutant yeast SQS
(purple) under the control of a galactose-inducible promoter. Yeast were grown in SCE glucose
to mid-exponential phase and resuspended in SCE galactose induction media. Cultures were
normalized to optical density and nonsaponifiable sterols were derivatized for GC-MS analysis.
4,4-DMZ = 4,4-dimethylzymosterol.
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genes mimicked that which was observed when expressing the active yeast SQS alone,
demonstrating that the two functions of a fungal SQS can be expressed separately in yeast and
fully rescue the sterol biosynthetic pathway.

Discussion
Previous studies have noted that while a non-fungal SQS cannot complement a ∆erg9
mutation, constitutive expression in a double knockout yeast line (Δerg9,1) allowed significant
levels of squalene to accumulate [30]. The results described here extend this observation in
distinct ways. Firstly, expression of a non-fungal SQS can partially restore sterol prototrophy
and growth to a SQS deletion mutant if the heterologous SQS gene is expressed at a very low
level. While several groups have attempted complementation by expressing SQS genes from
plants and humans using the strong galactose-inducible promoters, low or leaky expression of
these genes under non-inductive conditions (glucose media) without added ergosterol was not
tested previously [27,39,40]. This variability in growth does not appear to be caused by a
difference in protein expression or activity as shown by both in vitro activity assays (Fig. 3.8) and
by in vivo squalene accumulation (Fig. 3.9).
Initially, we suggested that the impaired growth phenotype in non-inductive conditions
could be the result of PSPP/PSOH accumulation or the result of low ergosterol production;
however, PSOH was never identified when non-fungal protein expression was induced,
suggesting that this intermediate only accumulates when SQS protein levels are low. Similarly,
the growth of yeast over-expressing a non-fungal SQS cannot be rescued by adding exogenous
ergosterol. We have demonstrated that the non-fungal protein itself is not toxic to yeast
growth, as over-expression of an inactive algal SQS does not cause growth inhibition, and yeast
lines with a decrease in lanosterol synthase activity are able to grow despite increased
expression of an active human or algal SQS (Fig. 3.10 and 3.11).
We suggest that there is a growth inhibitory intermediate or side-product in the sterol
pathway that accumulates when a non-fungal SQS is expressed. When low levels of squalene
enter the pathway, this intermediate does not accumulate to levels that fully inhibit yeast
growth and the ergosterol added to the media is able to dilute the effect of the aberrant sterol
in the cell membrane. Increasing expression of the non-fungal SQS, and therefore the level of
squalene entering the sterol pathway, leads to such a high accumulation of the toxic
intermediate that added ergosterol is no longer able to recover growth.
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Chapter 4: Identification of a Metabolic Block Associated with the
Heterologous Expression of Non-fungal Squalene Synthases in Yeast
Introduction
By inducing expression of heterologous SQS proteins in yeast with a knockout mutation
in the resident SQS gene, we observed that expression of a non-fungal SQS leads to cessation of
yeast growth even when a suitable source of exogenous sterol is provided. Further analysis
suggested that the growth inhibition phenotype could be suppressed by limiting the production
of cyclized sterol intermediates. Hence, we sought to identify whether a metabolic block in the
sterol biosynthetic pathway caused by over-expression of heterologous SQS genes in yeast led
to the accumulation of a toxic sterol(s).
Squalene is converted to the end-product ergosterol in yeast through an additional 12
enzymes that are responsible for 15 enzymatic steps (Fig. 4.1 and 4.2). These steps can be
divided into two distinct parts [29,56]. The first two steps after squalene biosynthesis form the
first cyclized sterol intermediate. Squalene is activated by squalene epoxidase (Erg1) that adds
oxygen to the double bond between the second and third carbons (Fig. 4.3) [57–59].
Oxidosqualene is then folded into the active site of oxidosqualene cyclase, also known as
lanosterol synthase (Erg7), that catalyzes a complex carbocation mediated cyclization reaction
yielding lanosterol. Lanosterol is the first tetracyclic sterol intermediate and the precursor to
the diverse array of sterols found in fungi, animals and plants [60,61].
The second portion of the sterol pathway is a “tailoring” section that involves removal of
methyl substituents, reducing and introducing double bonds, and addition of methyl and ethyl
substituents to create the various sterols found in each kingdom of life. In yeast, this section
begins with lanosterol C14-demethylase (Erg11). Removal of the methyl group at the C14
position creates a double bond that is reduced by the sterol C14-reductase (Erg24) to yield 4,4dimethylzymosterol. The next steps involve three enzymes that make up a C4 demethylation
complex. This complex, which has been identified in all kingdoms of life, involves three enzymes
held together by the scaffold protein Erg28 [62–64]. As shown in figure 4.4, a sterol C4methyloxidase (SMO) converts one of the methyl groups in 4,4-dimethylzymosterol to a
carboxylic acid intermediate. A sterol C4-decarboxylase (SDC), also known as 3β-hydroxysteroid
dehydrogenase/C4-decarboxylase or NSDHL in humans, affects the oxidation state at the C3
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Figure 4.1: Toxic intermediates and side-products of the ergosterol biosynthetic pathway.
Inhibition of various enzymes throughout the fungal sterol pathway are known to cause
accumulation of intermediates and side-products (dark red) that inhibit yeast cell growth. 14Methylergosta-8,24(28)-dien-3,6-diol [65,66], carboxy- and keto-sterols [64,67,68] and ergosta7,22-dienol [69] have all been associated with toxicity effects in yeast.
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Figure 4.2: The structures of intermediates in the downstream sterol biosynthetic pathway. In
fungi, lanosterol is converted to the end product ergosterol through thirteen enzymatic steps
performed by ten enzymes.
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Figure 4.3: The structure, stereochemistry and numbering of lanosterol. Sterols are named
according to modifications of the backbone structure according to systematic rules agreed upon
by the International Union of Pure and Applied Chemistry (IUPAC). The substituent groups or
other structural modifications are indicated by prefixes which include numbers indicative of the
position in the carbon skeleton at which the modification occurs.
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Figure 4.4: Three enzymatic steps in the C4 demethylation complex. The C4 demethylation
complex in fungi and human cells consists of three steps that convert 4,4-dimethylzymosterol
into a carboxysterol and ketosterol, producing 4-methylzymosterol. The three steps are then
repeated to remove the second methyl group at the C4 position.
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position resulting in decarboxylation at the C4 position to generate a C3-ketosterol
intermediate. The final step is performed by a sterol C3-ketoreductase (SKR) which produces 4methylzymosterol [29]. This complex of enzymes then repeats this sequence of reactions to
remove the second C4-methyl group generating zymosterol. The final five steps of the pathway
finish remodeling zymosterol for the production of ergosterol.

These steps include a

methyltransferase (Erg6), an isomerase (Erg2), two desaturases (Erg3 and Erg5) and a reductase
(Erg4).
Due to the importance of sterol metabolism for cell growth and its association with
various disorders in humans, systematic mutagenesis and knock-out of genes in yeast have
helped to map the biosynthetic pathway and uncovered suspected inhibitory intermediates and
side-products. For example, disruption of lanosterol synthase leads to the accumulation of
dioxidosqualene which has a regulatory effect in human cells and slows the growth of S.
cerevisiae. Moving down the pathway, inhibition of the lanosterol C14-demethylase by either a
knockout mutation or azole antifungal does not lead to accumulation of its substrate but rather
to the development of a complex side-pathway involving sequentially the sterol C24methyltransferase, the C4 demethylation complex, and the sterol C5-desaturase. This leads to
the accumulation of the growth inhibitory side-product, 14-methylergosta-8,24(28)-dien-3,6-diol
[65,66]. Inhibition of two steps in the C4 demethylation complex, the C4-decarboxylase and the
C3-ketoreductase, lead to intermediates that may disrupt membrane architecture [64,67,68].
The final five steps in the sterol pathway are not necessary for yeast viability; however,
knockout mutations involving these enzymes were shown to produce side-products that slow
yeast growth. For instance, a mutant involving the sterol C5-desaturase accumulates ergosta7,22-dienol [70].
In order to identify a region of the sterol biosynthetic pathway that may be responsible
for the growth inhibition caused by expression of a non-fungal SQS in S. cerevisiae, various SQS
genes under the control of a strong inducible promoter, the galactose-inducible gene expression
system (pGAL), were analyzed for their impact on the growth of yeast cells in combination with
other knockout mutations. By combining this data with additional experiments using antifungal
agents and expression of a heterologous squalene epoxidase, a gene that suppressed the
growth inhibitory effect of non-fungal SQS expression in yeast was identified and led to the
elucidation of the metabolic block and an intermediate that appears to be responsible for a toxic
phenotype.
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Results

Yeast expressing a non-fungal SQS were rescued by blocking squalene flux
If a toxin is produced in the pathway after squalene biosynthesis, then it follows that
blocking squalene flux into the pathway with deletion mutations involving genes downstream of
SQS should be able to recover the wild-type growth phenotype in the presence of exogenous
ergosterol. For this reason, deletion mutations involving the genes for squalene epoxidase
(ERG1), lanosterol synthase (ERG7), sterol C24-methyltransferase (ERG6), and sterol C5desaturase (ERG3) were independently introduced into the SQS knockout yeast line ZX178-08.
This created the double mutant lines ∆erg9,1 (ZXB), ∆erg9,7 (ZXE), ∆erg9,6, and ∆erg9,3,
respectively. Insertional inactivation of these genes was performed by introducing a G418
resistance cassette surrounded by 5’ and 3’ segments of the target genes to promote
homologous recombination. Each yeast line was then transformed with an empty expression
vector or galactose-inducible SQS gene. Three independent transformants for each SQS gene
were subsequently plated onto induction media containing ergosterol (Fig. 4.5).

The

transformed yeast lines Δerg9,6 and Δerg9,3 were also grown in liquid glucose media with
added ergosterol prior to inducing high level expression of introduced SQS genes. The cells
were the collected by centrifugation, saponified and the total extractable lipids derivatized for
GC-MS analysis (Fig. 4.6).
As expected, all of the yeast lines transformed with the empty expression vector grew
well in induction conditions because exogenous ergosterol was included in the media, as did the
yeast lines transformed with the S. cerevisiae SQS gene. The ∆erg9,6 yeast line expressing a
yeast SQS predictably accumulated the intermediate, zymosterol, the substrate for sterol C24methyltransferase which did not inhibit growth. The growth rate of the ∆erg9,3 yeast line
expressing yeast SQS was decreased compared to the other lines. This may be due to the
accumulation of ergosta-7,22-dienol. Studies in the yeast C. albicans have shown that deletion
of the sterol C5-desaturase (∆erg3) led to the accumulation of this side-product as well as a
decreased growth rate [69].
When squalene was blocked from entering the sterol biosynthetic pathway due to an
additional knockout mutation involving squalene epoxidase (ERG1) or lanosterol synthase
(ERG7), yeast expressing a non-fungal SQS were able to grow under induction conditions. This
suggested that the growth inhibition caused by expression of a non-fungal SQS was not caused
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Figure 4.5: Expression of non-fungal SQS, but not yeast SQS, is associated with the production
of toxic downstream sterol metabolites. Additional knockout mutations were created in the
yeast line ZX178-08 involving the enzymes that appear after SQS in the sterol pathway, squalene
epoxidase (Erg1) and lanosterol synthase (Erg7), as well as the sterol C24-methyltransferase
(Erg6) and sterol C5-desaturase (Erg3) that appear at the end of the pathway. Yeast lines
expressing the indicated SQS genes were grown on non-inducing media (SCE glucose) before
three independent transformants for each construct were plated on inductive media with
exogenous ergosterol (SCE galactose) and incubated for an additional seven days.
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Figure 4.6: Sterol profiles from yeast lines Δerg9,6 and Δerg9,3 expressing fungal or non-fungal
SQS. Yeast lines ∆erg9,6, and ∆erg9,3 were transformed with either a fungal SQS from S.
cerevisiae (ScSQS, red) or an algal SQS from B. braunii race B (BbSQS, blue). Yeast were grown in
non-inductive media to mid-exponential phase before collecting the cells by centrifugation and
resuspending them in induction media. The cultures were induced for an additional 30 hours
prior to profiling total extractable lipids by GC-MS analysis. 4,4-DMZ = 4,4-Dimethylzymosterol
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by accumulation of squalene or oxidosqualene forms but rather by a toxic intermediate or sideproduct synthesized downstream of lanosterol synthase. Conversely, growth was not recovered
by deletion of the sterol C24-methyltransferase (Erg6) responsible for converting zymosterol
into fecosterol or the sterol C5-desaturase (Erg3), that catalyzes the production of ergosta5,7,24(28)-trienol from episterol (Fig. 4.2). Hence, a toxic intermediate or side-product appears
to result from a change in metabolite flux in the center portion of the sterol pathway between
lanosterol and zymosterol biosynthesis.
The reason for creating a double knockout mutation involving the gene for the sterol C5desaturase (ERG3) was two-fold. Not only did it verify that a toxin(s) was produced upstream of
the C5-desaturase in the sterol biosynthetic pathway but also suggested that the metabolic
block caused by expression of a fungal SQS was not at the level of the lanosterol C14demethylase (Erg11). Hull et al. showed that C. albicans becomes resistant to azoles by
decreasing the activity of the sterol C5-desaturase (Erg3) [66]. This led to an accumulation of
14-methylfecosterol instead of a toxic diol, which the cells incorporate into membranes much
like ergosterol (Fig. 4.1). Since deletion of the ERG3 gene did not recover the wild-type growth
phenotype following expression of a non-fungal SQS, growth inhibition in this instance does not
appear to occur via the same mechanism induced by azole antifungals.
Conversion of lanosterol to ergosterol is dependent on a fungal SQS C-terminal domain
While it may seem reasonable that accumulation of a toxic downstream sterol occurs
because the non-fungal SQS enzymes generate too much squalene for the downstream sterol
pathway compared to fungal enzymes, the results described in chapter 3 showed that
complementation of the ∆erg9 yeast line did not correlate with SQS activity level (Fig. 3.8).
However, the in vitro activity was determined in yeast microsomes, and in vivo squalene
accumulation in a ∆erg9,1 yeast line. Neither of these experiments allow for the possibility of
feed-back regulation. One hypothesis is that a downstream toxin/metabolite accumulates
regardless of the origin of the SQS expressed. This toxin/metabolite could then lead to feedback regulation of a fungal SQS, which may then contain motifs allowing for post-translational
regulation of SQS enzyme activity. This would lead to lower squalene levels and control of toxin
accumulation. The non-fungal SQS proteins would not be subject to such a post-translational
regulation because they lack the protein motifs mediating this regulatory mechanism. This,
toxin accumulation would occur leading to growth inhibition.
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If this were so, then simultaneous over-expression of both fungal and non-fungal SQS
genes would be expected to exhibit the growth inhibition phenotype. SQS activity would be far
too great and the non-fungal SQS would not be regulated. When both the yeast SQS gene from
S. cerevisiae and the plant SQS gene from A. thaliana were co-expressed in each of the knockout
yeast lines and three independent transformants of each were grown on induction media with
added ergosterol, all yeast lines were able to grow equally as well as those lines only expressing
a fungal SQS gene (Fig. 4.5).
This unexpected result necessitated a second confirmation.

Hence, we sought to

express non-fungal SQS genes in an otherwise wild-type yeast line. We transformed BY4741
(which harbors its own genomic SQS gene) with SQS genes from each different kingdom of life
and streaked three independent transformants onto induction media with added ergosterol
(Fig. 4.5). Interestingly, this yeast line was able to grow regardless of whether a fungal or nonfungal SQS gene was highly expressed. These observations altogether suggested that it was not
regulation of fungal SQS activity per se that prevented toxin accumulation in yeast. Instead,
there may be a structural feature(s) unique to the fungal SQS that is required to organize the
sterol biosynthetic pathway and allow for the efficient flux of sterol intermediates to the end
product ergosterol, thus preventing accumulation of a toxic intermediate or side-product.
If a fungal SQS were necessary for efficient production of ergosterol from lanosterol
then it would follow that the ∆erg9 yeast line would only be able to utilize exogenous lanosterol
for growth when expressing a fungal SQS. Growth of yeast with an empty vector or a non-fungal
SQS should be inhibited since lanosterol would be expected to enter the sterol pathway and be
converted into the toxic intermediate rather than ergosterol. The ZXB yeast line (∆erg9,1) was
used so that any squalene produced would not be able to enter the sterol pathway, and yeast
growth would be dependent on exogenous lanosterol. ZXB was therefore transformed with
both fungal and non-fungal SQS genes, as well as a fungal mutant SQS gene (SQS A183N) that
encoded for a catalytically impaired squalene synthase enzyme.

Three independent

transformants for each construct were then spotted onto glucose or galactose media containing
either exogenous ergosterol or lanosterol (Fig. 4.7). Because the ZXB line harbors a deletion of
the squalene epoxidase gene (∆erg1), squalene produced via either the fungal or non-fungal SQS
would not be able to enter the sterol biosynthetic pathway and hence, all transformed yeast
would be expected to be dependent upon exogenous ergosterol to grow. As shown in figure 4.7
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Figure 4.7: Utilization of exogenous lanosterol in yeast is dependent on the presence of a
fungal SQS. Yeast line ZXB (∆erg9,1) was transformed with either an empty vector or a SQS gene
from a yeast, S. cerevisiae (red); plant, A. thaliana (green); human, H. sapiens (yellow); or alga,
B. braunii (blue). An expression vector containing an inactive yeast SQS gene with an A183N
point mutation was also transformed. Three independent transformants for each construct
(rows in each panel) were grown in SCE glucose to stationary phase, diluted to a normalized
density and 5-fold serial dilutions were plated on media where the promoter is repressed
(glucose) or induced (galactose) with either ergosterol or lanosterol.
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this was the case. When lanosterol was added as the source of exogenous sterol, only yeast
expressing an active or an inactive S. cerevisiae SQS were able to grow. Growth of yeast
expressing either the empty vector or a non-fungal SQS was inhibited.
Manipulating carbon flux identifies a metabolic block in the C4 demethylation complex
In an effort to accumulate enough of a putative toxic intermediate prior to cell growth
arrest or feedback inhibition, we used the antifungal agent terbinafine to inhibit the enzyme
squalene epoxidase (Erg1). To optimize the concentration of terbinafine used in each culture,
Δerg9 yeast expressing the algal SQS from B. braunii race B were grown in induction media with
exogenous ergosterol (SCE galactose) and 0-64 µg/mL of terbinafine. The double knockout yeast
line ZXB (∆erg9,1) expressing algal SQS was grown simultaneously without terbinafine as an
example of yeast growth when squalene epoxidase activity was absent. Growth was quantified
by measuring the optical density at 600 nm over time (Fig. 4.8). While the ∆erg9 yeast cultures
without terbinafine did not grow significantly over the course of 45 hours, increasing amounts of
terbinafine improved the growth rate. Cultures grown with 64 µg/mL of terbinafine grew at a
rate similar to the ∆erg9,1 yeast line, indicating that additional terbinafine would not be able to
further over-come the growth inhibition.
Yeast expressing each non-fungal SQS were then grown in SCE galactose media
containing 64 µg/mL terbinafine to mid-exponential phase.

To remove the terbinafine

treatment from the cultures, the cells were collected by centrifugation and resuspended in
water six times. The cells were then resuspended in galactose induction media and incubated
for various lengths of time before being profiled for their total lipid contents by GC-MS (Fig. 4.9).
Prior to rinsing the cells, chromatograms showed that terbinafine was present and squalene
greatly accumulated. After washing out the terbinafine, squalene was able to enter the sterol
pathway, and cyclized sterol intermediates began to accumulate. For yeast expressing a yeast
SQS from S. cerevisiae, the sterol profile mirrored that of wild-type yeast BY4741 within three
hours. In contrast, only about half of the terbinafine could be removed from the cells expressing
a non-fungal SQS suggesting some change in cell permeability. Most striking, only lanosterol
and 4,4-dimethylzymosterol began to accumulate by the twelve hour time-point, and no 4methylzymosterol or zymosterol were detectable.
For the same reason, a non-fungal squalene epoxidase from the model grass
Brachypodium distachyon (BdSQE1) was also expressed in the yeast lines. Preliminary results
had shown that this epoxidase was not able to utilize squalene as efficiently in yeast as the
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Figure 4.8: Growth of the yeast line ZX178-08 expressing an algal SQS improves with
increasing levels of terbinafine. Yeast line ZX178-08 (∆erg9) was transformed with an algal SQS
gene under the control of the galactose-inducible promoter. The ZXB yeast line (∆erg9,1) was
transformed with with the empty expression vector. The resulting transformants were grown in
SCE glucose media to stationary phase, and these starting cultures were used to inoculate
cultures containing induction media (SCE galactose with varying concentrations of terbinafine.
Growth was analyzed at the indicated time points by measurement of the cultures optical
density (OD600).
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Figure 4.9: Removal of terbinafine from ZX178-08 yeast expressing a human SQS leads to 4,4dimethylzymosterol accumulation. Yeast line ZX178-08 (∆erg9) was transformed with an S.
cerevisiae or H. sapiens SQS gene under the control of a galactose-inducible promoter. Cultures
were grown in the presence of 64 mg/mL terbinafine in induction media containing ergosterol
(SCE galactose) until mid-exponential phase of growth before cells were then washed with
sterile water, resuspended in induction media (SCE galactose) and incubation continued. Cells
were collected every three hours, saponified and derivatized heptane extracts were analyzed
using GC-MS. 4-MZ = 4-methylzymosterol; 4,4-DMZ = 4,4-dimethylzymosterol.
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S. cerevisiae squalene epoxidase. We reasoned that expression of this enzyme in tandem with
the various SQS genes in yeast line ∆erg9,1 would temper the accumulation of the toxin,
possibly allowing for a greater chance to visualize toxin accumulation by GC-MS. The ∆erg9,1
yeast line transformed with BdSQE1 as well as a SQS gene from each kingdom of life were grown
for three days in induction media before analyzing sterol profiles by GC- MS (Fig. 4.10). Yeast
expressing the S. cerevisiae SQS grew to stationary phase and accumulated each of the expected
sterol intermediates, expression of non-fungal SQS genes again led to the accumulation of
lanosterol

and 4,4-dimethylzymosterol.

While there is

no

precedence for

4,4-

dimethylzymosterol inhibiting yeast growth [71,72], both of these intermediates are methylated
at the C4 position suggesting that the cells expressing a non-fungal SQS gene were unable to
demethylate the C4 methylated intermediates.
Sterol C4-decarboxylase expression enables a non-fungal SQS to complement a ∆erg9 mutation
in yeast
Although an unusual or toxic sterol intermediate was not identified in the foregoing
experiments using terbinafine or a poorly active squalene epoxidase , they hinted at a limitation
of the C4 demethylation complex in those lines not expressing a fungal SQS gene. To evaluate
this possibility, enzymes in the C4 demethylation complex were over-expressed in an attempt to
overcome this putative metabolic block. Each of the three S. cerevisiae genes involved in this
complex were PCR amplified and inserted behind a galactose-inducible promoter, transformed
into the ZXB yeast line (∆erg9,1) and three independent transformants plated onto induction
media containing either ergosterol or lanosterol (Fig. 4.11). Expression of genes corresponding
to the first and third steps of this complex, the methyloxidase (ERG25) and ketoreductase
(ERG27), did not allow the yeast line to grow in the presence of lanosterol. However, yeast
expressing the gene for the S. cerevisiae sterol C4-decarboxylase (ERG26) were able to grow and
mimicked the growth phenotype observed when expressing a fungal SQS.
Since increased levels of the yeast sterol C4-decarboxylase rescued growth of the SQS
knockout yeast line and prior work demonstrated the importance of the C-terminal domain of
fungal SQS in the complementation phenotype, it was reasonable to examine whether or not
the C-terminal domain of the fungal SQS could mediate the efficiency of the sterol C4
demethylation steps.. If so, a hypothesis would be that induced expression of the yeast ERG26
gene would be able to rescue growth of yeast expressing a non-fungal SQS. Furthermore, if the
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Figure 4.10: Co-expression of a non-fungal SQS with squalene epoxidase from a model grass in
ZXB leads to 4,4-dimethylzymosterol. Yeast line ZXB (∆erg9,1) was transformed with a SQS
gene from a yeast, S. cerevisiae (red); plant, A. thaliana (green); human, H. sapiens (yellow); or
alga, B. braunii (blue) under the control of a galactose-inducible promoter as well as a galactoseinducible squalene epoxidase gene (ERG1) from the model grass B. distachyon. Yeast cultures
were grown first in SCE glucose media and induced by centrifuging the cultures and
resuspending the cell pellets in SCE galactose media. Saponified and derivatized sterol extracts
were analyzed by GC-MS. 4,4-DMZ = 4,4-dimethylzymosterol.

59

Figure 4.11: Overexpression of sterol C4-decarboxylase allows Δerg9,1 yeast to grow in the
presence of exogenous lanosterol. Yeast line ZXB (∆erg9,1) was transformed with genes from
the yeast S. cerevisiae responsible for C4 demethylation, sterol C4-methyloxidase (ERG25, SMO),
sterol C4-decarboxylase (ERG26, SDC), and sterol C3-ketoreductase (ERG27, SKR), under the
control of a galactose-inducible promoter. Three independent transformants representing each
construct were grown in non-inducing media (SCE glucose), density normalized, five-fold serial
diluted, and plated on glucose and galactose media containing either ergosterol or lanosterol.
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yeast SQS is involved in a fungal-specific protein-protein interaction with a yeast C4decarboxylase, then it would follow that the plant C4-decarboxylase would specifically detoxify
yeast expressing the plant SQS, or the human C4-decarboxylase would recover growth of yeast
expressing the human SQS. Plant, human, and algal genes for sterol C4-decarboxylase were PCR
amplified, verified by DNA sequencing (Fig. 4.12) and subsequently co-transformed into the
ZX178-08 (∆erg9) yeast line with expression vectors containing genes for SQS and sterol C4decarboxylase expression. Three independent transformants from each combination were first
grown to stationary phase in SCE glucose, then serial dilutions were spotted on media for either
low or high level expression with and without exogenous ergosterol.

Contrary to our

expectations, expression of any sterol C4-decarboxylase gene was able to restore the growth
phenotype regardless of the co-expressed SQS gene (Fig. 4.13).
Yeast co-expressing a fungal C4-decarboxylase and a SQS from any kingdom of life were
also examined for their sterol profile. Cultures were first initiated in SCE glucose, then switched
to induction media (SCE galactose) and induced for an additional three days. Non-saponifiable
lipids were extracted and derivatized samples examined by GC-MS (Fig. 4.14). Most striking was
that the total sterol profiles for all of the different lines were nearly identical to one another and
to the capitulation of the fungal SQS gene with the fungal C4-decarboxylase gene, regardless of
the SQS gene they harbored and as long as they co-expressed the fungal C4-decarboxylase gene.
When expressing a yeast C4-decarboxylase from S. cerevisiae, the growth phenotypes
for fungal and non-fungal SQS expression on glucose containing media were unchanged. Those
expressing the yeast SQS grew well while yeast expressing a non-fungal SQS displayed an
impaired growth phenotype. Once induced, however, the yeast C4-decarboxylase was able to
rescue growth of yeast over-expressing a non-fungal SQS. Just like induced co-expression of
both the active and inactive forms of a fungal SQS in figure 3.14, high level co-expression of the
yeast SQS along with the yeast C4-decarboxylase impaired growth of the ∆erg9 yeast line.
Interestingly, sterol profiles confirmed that the sterol biosynthetic potential was functionally
equivalent whether the sterol C4-decarboxylase was over-expressed with a fungal or non-fungal
SQS. Co-expression of a plant, human, or algal C4-decarboxylase was able to restore the wildtype growth phenotype in all media types no matter the origin of the SQS. Altogether, these
results point to some interruption of the sterol demethylation complex as a result of
heterologous expression of SQS genes in the ERG9 mutant yeast and that either over-
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Figure 4.12: Alignment of the deduced sterol C4-decarboxylase amino acid sequences for
sterol C4-decarboxylase genes from each kingdom of life. Protein sequences for sterol C4decarboxylase (Erg26, SDC) from S. cerevisiae (ScSDC), A. thaliana (AtSDC), H. sapiens (HsSDC),
and B. braunii race B (BbSDC) were deduced from conceptual translations of the respective PCR
amplified genes and aligned using the T-coffee algorithm.
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Figure 4.13: Co-expression of sterol C4-decarboxylase genes from any kingdom of life with a
SQS gene from any kingdom of life is sufficient to complement a ∆erg9 mutation in yeast
regardless of strong (galactose) or leaky (glucose) gene expression conditions. The sterol C4decarboxylases genes (ERG26, SDC) from each kingdom of life were transformed with an empty
expression vector or a SQS gene from a yeast, S. cerevisiae (red); plant, A. thaliana (green);
human, H. sapiens (yellow); or alga, B. braunii (blue) . Independent transformants (rows on each
plate) were five-fold serial diluted three times (columns) and spotted onto each media type.
Plates were grown for 7 days at 28°C before imaging.
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Figure 4.14: Co-expression of a non-fungal SQS with the S. cerevisiae sterol C4-decarboxylase
returns the sterol pathway to a wild-type profile. Yeast line ZX178-08 (∆erg9) was transformed
with galactose-inducible SQS genes from S. cerevisiae (red), A. thaliana (green), H. sapiens
(yellow), and B. braunii (blue) in combination with the S. cerevisiae sterol C4-decarboxylase
gene. Cultures were grown in non-inducing media (SCE glucose), centrifuged and the cell pelletts
resuspended in induction media (SCE galactose). After three days of further incubation, culture
densities were normalized and cells were saponified followed by heptane extraction. The nonsaponifiable sterols were derivatized and analyzed by GC-MS.
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expression of a fungal or non-fungal C4-decarboxylase suffices to complement this deficiency.
This complementation may arise because the heterologous C4-decarboxylases are more active
in yeast than the native yeast C4-decarboxylase or because they are not subject to the same
regulation as the native yeast C4-decarboxylase.
Expression of a non-fungal SQS leads to the production of carboxysterol intermediates
The disruption of sterol C4-decarboxylase activity using either a full knockout mutation
of the ERG26 gene [67] or a temperature-sensitive mutation [73] was shown to disrupt cell
growth and led to the accumulation of toxic carboxysterol intermediates [67]. To determine if
such intermediates could be accumulating under some of the conditions described here, it was
necessary to adjust the sterol extraction procedure. We grew the ∆erg9 yeast line transformed
with SQS genes from each kingdom of life in SCE glucose to mid-exponential phase and induced
expression with SCE galactose for three days. Cultures were normalized via optical density
before performing a Bligh and Dyer total lipid extraction using chloroform and methanol in the
presence of acid-washed glass beads. Figure 4.15 shows the resulting chromatograms from GCMS analysis of derivatized lipids at m/z = 468 which highlights both the changes in ergosterol
levels and the presence or absence of carboxysterol intermediates.
Yeast transformed with an empty vector accumulated low levels of ergosterol from the
growth media, and there was no evidence of any additional sterol intermediates. Following
expression of a yeast SQS from S. cerevisiae or C. albicans, the level of ergosterol increased
significantly without any detectable carboxysterol intermediates. When expressing a non-fungal
SQS, the level of ergosterol did not increase beyond that which was observed in yeast containing
the empty vector. This finding suggested that the yeast were unable to produce significant
amounts of ergosterol. Instead, GC analysis revealed two new lipid peaks. These two peaks
were also present following expression of a non-fungal SQS when the promoter was repressed
and no exogenous ergosterol was present (SC glucose). That suggested that the impaired
growth observed in this media occurred by the same mechanism as growth inhibition following
induction (Fig. 4.16). Using the MS data obtained from these studies (Fig. 4.17) in comparison to
a commercial vendor’s report for carboxy sterols [74], we tentatively identified the peaks as
trimethylsilylated forms of a 4-methyl-4-carboxy-bisunsaturated sterol. Since the parent ion
(m/z = 586) was conserved between these two peaks, we suspected that these two compounds
were epimers of one another.
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Figure 4.15: Overexpression of a non-fungal SQS gene leads to accumulation of carboxy-sterol
intermediates. Yeast line ZX178-08 (∆erg9) was transformed with an expression vector
containing a galactose-inducible SQS gene from a yeast, S. cerevisiae or C. albicans; plant, A.
thaliana (green); human, H. sapiens (yellow); or alga, B. braunii race B (blue). Cultures were
grown in SCE glucose, centrifuged, and the cell pellets were resuspended in SCE galactose
induction media. After three days, cultures were density normalized; total lipids were extracted,
derivatized, and analyzed by GC-MS. In order to enhance visualization of the sterol metabolites,
selective ion monitoring was used (m/z=468).
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Figure 4.16: Low level expression of a non-fungal SQS led to accumulation of carboxy-sterol
intermediates. Yeast line ZX178-08 (∆erg9) was transformed with yeast S. cerevisiae (red) and
algal B. braunii race B (blue) SQS genes under the control of a galactose-inducible promoter.
Cultures were initially grown to stationary phase in non-inducing media with ergosterol (SCE
glucose), centrifuged, and the cell pellets resuspended in the same media lacking a source of
exogenous sterols (SC glucose). Total lipids were extracted and derivatized for GC-MS analysis.
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Figure 4.17: Mass spectra of putative carboxysterol intermediates. The MS patterns for peaks
with retention times 16.68 and 17.38 minutes in figure 4.16.
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In order to further support our claim that the two peaks are carboxysterols, we profiled
the sterol pathway of yeast grown in the presence of totarol, a compound isolated from the
Podocarpus totara tree in New Zealand previously shown to inhibit the sterol C4-decarboxylase
protein in yeast [75]. The wild-type yeast line BY4741 was incubated for three days with 150
ng/mL of totarol which led to a 25% growth inhibition

Following total lipid extraction,

derivatized sterols were examined by GC-MS. Not only were the same two carboxysterol peaks
present in the totarol treated yeast extracts, an additional peak with a mass spectrum consistent
with a 4-carboxy-bisunsaturated sterol was observed (Fig. 4.18A-B).
All together, these results suggest that while totarol only partially inhibits the sterol C4decarboxylase in yeast, lack of a fungal SQS C-terminal domain is far more disruptive to the
demethylation step leading to almost complete growth inhibition. It is also plausible that SQS is
responsible for controlling the first decarboxylation step, but the second step is not inhibited,
which would also account for the absence of 4-methylzymosterol in the total lipid extractions
(Fig. 4.18C). Regardless, additional studies such as NMR will be required to verify the identity of
these two carboxysterol intermediates (as well as the position of the double bonds and
stereochemistry of the 4-carboxy group) accumulating in the ∆erg9 yeast lines expressing nonfungal SQS genes.
As another method to confirm the role of these two putative carboxysterol peaks in
yeast growth inhibition, we co-transformed the B. braunii race B SQS gene with a sterol C4decarboxylase gene (ERG26) from each kingdom of life or the mutant yeast SQS gene encoding
for an inactive SQS enzyme. Growth of the transformed lines was compared, as were the levels
of the putative carboxysterols. Each of these genes detoxified the yeast expressing a non-fungal
SQS, returning a near or actual wild-type growth phenotype. We therefore expected the
resulting carboxysterol peaks from these combinations to be eliminated or at least greatly
decreased in comparison to yeast expressing the non-fungal SQS alone. While co-expression
with the inactive yeast SQS or non-fungal ERG26 genes decreased the total carboxysterol level
by more than 82%, co-expression of the algal SQS gene with the gene encoding the S. cerevisiae
C4-decarboxylase only decreased the total carboxysterols by 27% (Fig. 4.19). Yet, growth of this
line was near normal under induction conditions (galactose). It is conceivable that this was due
to the carboxysterol accumulating during growth under the non-inducing conditions (SCE
glucose), since the fungal C4-decarboxylase did not allow the non-fungal SQS to complement
fully the ∆erg9 mutation when the promoter was repressed (Fig. 4.13).
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Figure 4.18: Accumulation of three carboxysterol intermediates in wild-type yeast following
totarol treatment. Wild-type yeast line BY4741 was grown in complete media (YPD) with 150
ng/mL totarol. Total lipids were extracted and derivatized for GC-MS analysis. A) Peaks 1 and 2
of the total lipid profile correspond to the previously identified carboxysterols. B) The mass
spectrum of the carboxysterol identified from peak 3. C) A comparison of the function a fungal
SQS may have in the C4 demethylation complex compared to totarol treatment. The two
enzymatic steps involving the sterol C4-decarboxylase (SDC) are numbered.
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Figure 4.19: Yeast expressing a non-fungal SQS have lower total carboxysterol levels when coexpressing an inactive yeast SQS or a C4-decarboxylase. Yeast line ZX178-08 (∆erg9) expressing
an algal SQS from B. braunii race B (BbSQS) were co-transformed with an expression vector
containing an inactive yeast SQS gene with an A183N mutation, an inactive algal SQS gene with
an A177N mutation, or a sterol C4-decarboxylase gene (ERG26, SDC) from yeast (ScSDC), human
(HsSDC), plant (AtSDC), or algal (BbSDC) cells. Cultures were grown to mid-exponential phase
and induced for three days. Total lipids were extracted, derivatized, and analyzed by GC-MS
using selective ion monitoring at m/z = 468.
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Discussion
It has been suggested that the C-terminal domain of SQS is responsible for either
stabilizing the enzyme and preventing its degradation in vivo, or localizing it to the ER
membrane [39]. While this domain contains the membrane spanning helix, we determined that
fungal SQS proteins are required to prevent the accumulation of a toxic sterol. This work
furthers these findings by demonstrating that growth inhibition caused by expression of a nonfungal SQS can be prevented by overexpressing a sterol C4-decarboxylase from any kingdom of
life. This led to a decrease in the accumulation of two carboxysterol intermediates. These
findings suggest that the mechanism for the C-terminal domain of SQS involves proper
functioning of the yeast sterol C4-decarboxylase.
Much like 3-ketosterols that destabilize the lipid bilayer and increase permeability of
erythrocyte membranes, the accumulation of carboxysterols could be toxic due to changes in
membrane fluidity and permeability [76].

In S. cerevisiae, accumulation of carboxysterol

intermediates is accompanied by a dramatic decrease in growth as well as defects in the
biosynthesis of membrane components including phosphatidic acid, phosphatidylinositol and
mono-, di-, and triglycerides [67,73]. In animal cells, defects in the C4-decarboxylase protein
(NSDHL) are associated with X-linked, male-lethal phenotypes in both mice and humans. While
mice develop phenotypes including bare patches (Bpa) and striated (Str), C4-decarboxylase
mutations in humans lead to CHILD syndrome, a developmental disorder characterized by
hemidysplasia, ichythyosiform erythroderma and limb defects [77,78]. Even plant growth is
negatively affected by accumulating carboxysterol intermediates, which disrupt polar auxin
transport and root development [79].
While the C-terminal domain of SQS may not regulate stability or localization of SQS it
may influence assembly of C4-decarboxylase into complexes affecting enzyme activity and
protein stability. Teske et al. observed that the sterol C3-ketoreductase in yeast also has a
regulatory mechanism which is separate from its catalytic activity, and may be required for
proper folding and conformation of the lanosterol synthase (Erg7) enzyme. Even when the
lanosterol synthase properly localized to the ER membrane, the ketoreductase was required for
its activity, and the interaction between these two proteins was shown to be evolutionarily
conserved among fungal sterol pathways. Likewise, SQS may be required to chaperone the
yeast C4-decarboxylase. This could explain why the yeast C4-decarboxylase was unable to fully
rescue growth of yeast expressing a non-fungal SQS without galactose induction. The expressed
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protein would have been too unstable, while the non-fungal C4-decarboxylase proteins would
not necessarily be subject to the same regulation in yeast.
While the yeast C4-decarboxylase does not contain a recognizable ER retrieval signal,
studies have shown that this protein remains tethered to the ER membrane. This is unlike many
other proteins in the sterol pathway that localize both to the ER and either lipid particles or
vesicles via recognizable membrane spanning motifs [80].

The C4-decarboxylase may,

therefore, require another protein to act as a tether to the ER membrane. Studies from the
Bard laboratory have suggested that members of the C4 demethylation complex, either the
sterol C4-methyloxidase (SMO, Erg25) protein or the Erg28 protein, may carry out this role as
the former has a C-terminal ER retrieval signal and the latter acts as a scaffold protein for the
complex [62,71].

While the Erg28 protein has been shown to interact with the C4-

methyloxidase, C4-decarboxylase, and C3-ketoreductase through yeast-2-hybrid analysis and coimmunoprecipitation, it is possible that the yeast SQS may be more critical for regulating SDC
localization in yeast [81,82]. Unlike in yeast, the plant, human, and algal C4-decarboxylase
proteins all have C-terminal ER localization signals, which may also explain why these proteins
are able to recover fully the growth of yeast expressing a non-fungal SQS even without galactose
induction.
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Chapter 5: Mapping a Kingdom-Specific Hinge Motif in the C-terminal
Domain of Squalene Synthase
Introduction
Conventional drug design has focused primarily on inhibiting a protein, usually an
enzyme or receptor, by targeting its active site or ligand-binding site. In contrast, the inhibition
of protein-protein interactions involved in many important cellular processes is an emerging
area of drug design [83]. Protein-protein interactions are often categorized in two types: stable
and transient. Stable interactions are usually involved in creating macromolecular complexes
such as the three enzymes that form RNA polymerase II, or likely the sterol C4 demethylation
complex, and the interactions occur between domains [84]. Alternatively, transient interactions
often mediate signaling and regulation processes. These transient interactions generally occur
between a short recognition motif, often a helix, which binds into a small groove in a relatively
flat recognition domain [85].
While developing drugs that target these interactions has proven challenging, there are
some promising approaches [83]. Strategies include the production of large and complex drug
molecules to fit the large interfaces between proteins or designing small molecules that bind
weakly throughout the interface and then combining them to create a single lead with high
affinity [86]. Perhaps the most successful method to date has been the development of small
molecules and peptidomimetics that resemble the peptide motif involved in domain-motif
interactions. The interaction between p53 and its E3-ubiquitin ligase MDM2 has been one such
targeted interaction with small molecule inhibitors currently in different phases of clinical trials
[87]. These anticancer agents mimic a helix of p53 in order to target the binding cleft on MDM2.
While peptides are limited in their ability to work as therapeutic agents by susceptibility
to proteolysis and poor cell-penetrability, peptidomimetic agents involving non-canonical amino
acids, stapling of helical conformations and cyclization are more promising [88,89].

For

example, multiple laboratories are currently working on developing and testing compounds
capable of mimicking the peptide motif of the protein second mitochondrial-derived activator of
caspases (Smac) which binds to the BIR domains of carboxy-linked inhibitor of apoptosis protein
(XIAP). In so doing, they have been able to disrupt XIAP and release caspases to cause apoptosis
of cancer cells [90,91].
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While it is not yet clear how SQS is involved in disrupting the fungal demethylation
complex (see Chapter 4), it is quite likely that this phenotype involves a protein-protein
interaction of some kind. An analysis of the sterol biosynthetic complex using yeast 2-hybrid
technology identified multiple binding partners for the yeast SQS, but only showed a weak
interaction between SQS and the C4-decarboxylase [81]. This may mean that the interaction is
transient or SQS has an effect on the C4-decarboxylase indirectly through other binding
partners. The aim of the work reported in this chapter was to identify the motif in the Cterminal domain of S. cerevisiae SQS responsible for the growth inhibition phenotype and to test
whether or not expression of the motif is able to disrupt an interaction and lead to yeast growth
inhibition.

Results

Mapping a functional motif in the C-terminal domain of SQS
To identify the structural feature(s) of SQS responsible for mediating the toxicity
phenotype, we constructed chimeric genes and tested for their ability to complement the SQS
knockout mutation. Since Kribii et al. determined that the C-terminal 110 amino acids of the
SQS from fission yeast S. pombe is enough for a plant SQS to complement the ∆erg9 mutation in
yeast, we identified the corresponding region in the SQS genes from each kingdom of life and
swapped these C-terminal domains in reciprocal fashion. We transformed the yeast line ZX17808 with each chimeric gene, grew three independent transformants for each, serial diluted and
spot plated the yeast on various media types (Fig. 5.1). As expected, genes harboring the fungal
C-terminal domain mimicked the phenotype of yeast expressing a full-length fungal SQS and
grew in the tested conditions regardless of the source gene for the amino-terminal catalytic
domain. Those harboring any of the non-fungal C-terminal domains exhibited a limited ability to
complement the ∆erg9 mutation when the promoter was repressed, and inhibited growth when
induced.
Since the complementation phenotype is specific to the fungal C-terminal domains, we
aligned this region of multiple fungal SQS enzymes from S. cerevisiae, C. albicans, A. nidulans,
and S. pombe and found only 8.3% identity between the sequences (Fig. 5.2). While the
membrane spanning helix showed very little conservation, a 26-amino acid sequence proximal
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Figure 5.1: Mapping the SQS motif responsible for the functional complementation
phenotype. Chimeric SQS genes were created by reciprocal exchanges of yeast, S. cerevisiae
(red), and plant, A. thaliana (green) SQS genes. All gene constructs were inserted downstream of
the galactose-inducible promoter, the resulting plasmids transformed into yeast line ZX178-08,
and three independent transformants serial diluted five-fold onto inducing (galactose) and noninducing (glucose) media, with and without added ergosterol.
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Figure 5.2: Alignments of the C-terminal domains of SQS enzymes from diverse fungi and from
multiple kingdoms of life. The C-terminal domains of SQS corresponding to the 110 C-terminal
amino acids shown by Kribii et al. to be responsible for the kingdom-specific complementation
of the ∆erg9 mutation in yeast were aligned using the clustal omega program. (A) An alignment
of fungal SQS C-terminal domains including S. cerevisiae, C. albicans, A. nidulans, and S. pombe.
(B) An alignment of the C- terminal domains of SQS between kingdoms of life including a fungus,
S. cerevisiae; plant, A. thaliana; animal, H. sapiens; and alga, B. braunii. These C-terminal
domains consist of a membrane spanning domain, preceded by a hinge domain that links the
membrane spanning domain to the catalytic domain (not shown).
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to the catalytic domain had a sequence identity of 38.5%. We will subsequently refer to this
sequence as the “hinge motif.” The amino acid sequence of interest from the S. cerevisiae SQS
is KSKLAVQDPNFLKLNIQISKIEQFME.

Of those 26 amino acids, two segments are the best

conserved among fungal SQS proteins: DPNFLKL and KIEQ. We then performed an alignment of
the C-terminal domains of SQS across multiple kingdoms of life and found the previously
identified hinge motif is not conserved between kingdoms other than the amino acids DPN,
indicating that the motif may have a fungal-specific function. According to a homology model of
SQS, the “hinge motif” appears to reside adjacent to the catalytic domain and is composed of a
short helical segment, followed by a loop and longer helix (Fig. 5.3).
In order to evaluate this motif for its ability to convey the fungal-specific
complementation phenotype to non-fungal SQS enzymes, we produced chimeric enzymes by
reciprocally swapping only the hinge motif. After transforming these constructs into ZX178-08
and spot plating independent transformants, we discovered that each SQS, regardless of its
kingdom of origin, was able to complement the knockout mutation when harboring a fungal
hinge motif (Fig. 5.1). The reverse was also true, in that each fungal SQS was incapable of fully
complementing the ∆erg9 mutation when the sequence contained the 26 amino acids from a
non-fungal SQS, and exhibited the toxicity phenotype.

GC-MS analysis of transformants

harboring the chimeric SQS genes revealed accumulation of the two carboxysterol peaks,
suggesting that the cause of toxicity for a fungal SQS with a non-fungal hinge and a full-length
non-fungal enzyme was the same (Fig. 5.4).
Further narrowing down the critical residues in the hinge motif
Since small molecule therapeutics function best when mimicking a motif shorter than
the full 26-amino acids, we next attempted to narrow this region of interest further. We began
by reciprocally swapping a segment of this sequence between the fungal S. cerevisiae SQS and
the algal SQS from B. braunii race B. Since the second helical segment displays the greatest
conservation within the fungal kingdom, while the more N-terminal helix only shares a
conserved lysine residue, we swapped only the C-terminal 16 amino acids: FLKLNIQISKIEQFME in
the S. cerevisiae SQS and VTTTLEHLHKIKAACK in the B. braunii enzyme (Fig. 5.5).
A fungal SQS with the 16 amino acids from the algal hinge motif was no longer able to
complement the knockout mutation fully and was phenotypically similar to expression of a nonfungal SQS, suggesting that the second helix was at least partially responsible for the
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Figure 5.3: A homology model of S. cerevisiae SQS and the hinge motifs from each kingdom of
life. All homology models were generated using the crystal structure of the human SQS [92].
The hinge motif of the native S. cerevisiae SQS (red) is indicated on the homology model (left).
Hinge motifs from S. cerevisiae (red), A. thaliana (green), H. sapiens (yellow) and B. braunii
(blue) SQS are depicted to the right.
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Figure 5.4: Expression of SQS with a non-fungal hinge motif leads to carboxysterol
accumulation. Yeast line ZX178-08 (∆erg9) was transformed with two chimeric SQS genes: one
from the alga B. braunii harboring a hinge motif from the yeast S. cerevisiae (red) and another
from yeast with the algal hinge motif (blue). The cells were density normalized and total lipids
were derivatized for GC-MS analysis with selective ion monitoring (m/z=468).
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Figure 5.5: The SKIEQ amino acid sequence in the hinge motif is critical for the fungal SQS
complementation phenotype. Chimeric SQS genes were created by reciprocally swapping the
nucleotide sequence responsible for the final 16 amino acids, producing an algal SQS from B.
braunii (BbSQS) with the final 16 amino acids of the fungal S. cerevisiae hinge motif (red) and the
fungal SQS (ScSQS) with the final 16 amino acids of the algal SQS (blue). Chimeric yeast SQS
genes were then produced by mutating nucleotide sequences within the second half of the
hinge motif to the algal counterpart (blue). The chimeric genes were expressed in ZX178-08
yeast (∆erg9). Independent transformants (rows) were grown initially in non-inducing media
with added ergosterol (SCE glucose), diluted to a normalized density and five-fold serial dilutions
were plated on media where the promoter is repressed (glucose) or induced (galactose) with or
without ergosterol. Images were taken after seven days of growth at 28 °C.
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complementation phenotype. However, the reciprocal was not as expected. An algal SQS with
the 16 amino acids from a fungal SQS did not complement the SQS knockout mutation in yeast,
suggesting that the initial seven amino acids of the hinge motif are important for an interaction
or for proper positioning of the second, well-conserved helix in vivo. To further narrow down
the critical 16 amino acids of the fungal SQS, we mutated regions within the second half of the S.
cerevisiae SQS hinge motif to the algal counterpart. Mutation of the first half of the 16 amino
acid segment, FLKLNIQI, to the corresponding sequence in the algal hinge motif only marginally
decreased the ability of the fungal SQS to complement the knockout mutation, while replacing
the final fourth of the fungal hinge motif, SKIEQFME, with the corresponding sequence from the
algal SQS led to the toxic growth phenotype. Finally, the region of the fungal hinge motif most
critical for the complementation phenotype was narrowed down to the SKIEQ amino acid
sequence. Previous work in our laboratory using a constitutive vector system mirrors the results
shown here [32].
Additional point mutations were produced in the S. cerevisiae SQS hinge motif to
identify the contribution of post-translational modifications to the complementation phenotype.
Since the C-terminal domain of S. cerevisiae SQS has been previously identified as a target for
both ubiquitination and sumoylation [93–95], the lysine residues were mutated to arginine both
singularly and in combinations (Fig. 5.6). The serine residue was also mutated to cysteine to
determine whether phosphorylation was required for complementation. Spot plate analysis
suggested that a post-translational modification at these residues was not responsible for the
complementation phenotype. Additional mutation of the lysine residues to glutamate showed
that the positive charge at these positions was also not required for complementation.
Mutating the serine residue alone did not result in any change in yeast growth.
Expression of the fungal SQS hinge motif inhibits growth of wild-type yeast
Since the yeast hinge motif is necessary for a SQS gene to complement the ∆erg9 yeast
line and prevent toxicity, we speculated that this amino acid sequence is involved in an essential
physical interaction with another protein. Successful inhibitors of this sort of protein-protein
interaction have been produced by mimicking the motif of one protein in order to compete for
the binding partner. So, we expressed the C-terminal domain of each SQS without the catalytic
domain so see if they would out-compete the native yeast SQS for an interacting partner(s). We
cloned the C-terminal domains of SQS from various organisms into expression
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Figure 5.6: Examination of specific residues in the fungal SQS hinge motif for their contribution
to the complementation phenotype. Lysine to arginine or glutamate point mutations and a
serine to cysteine mutation were introduced to the S. cerevisiae SQS gene and the resulting
plasmids were transformed into yeast line ZX178-08 (∆erg9). Three independent transformants
were serial dilution plated on to inducing (galactose) and non-inducing (glucose) media, with
and without added ergosterol. Yeast cultures were also grown in liquid SCE galactose media and
the optical densities were recorded. The amino acid sequence of the hinge motif highlighted for
residues mutated is included for clarity.
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vectors under the control of the pGAL10 promoter, creating constructs for C-terminal domain
expression, and using both the pGAL10 and pGAL1 divergent promoters for two-fold expression.
Reciprocal chimeras of the hinge motif and membrane spanning helix were also produced,
resulting plasmids were transformed into the wild-type yeast BY4741, and yeast growth was
monitored using glucose (repression conditions) and galactose (induction conditions) liquid and
solid media over time. As wild-type yeast are not able to use exogenous sterols in aerobic
conditions, no ergosterol was added to the growth media.
As observed in the growth curve analysis (Fig. 5.7), none of the expressed C-terminal
domains led to a decrease in the growth rate of the wild-type yeast in non-inducing media (SC
glucose) compared to the empty vector control. The doubling time for these cultures was
approximately 3 hours. Following galactose induction, constructs harboring two copies of a
non-fungal C-terminal domain showed no adverse effects of growth relative to the vector
control while yeast over-expressing two copies of a fungal SQS C-terminal domain were all
dramatically growth impaired. While the doubling time for yeast expressing a non-fungal Cterminal domain under strong inducing conditions was approximately 10 hours, yeast expressing
a fungal C-terminal domain had a doubling time of 30 hours. By comparing one-fold and twofold expression of these domains (Fig. 5.8), it is clear that yeast growth inhibition was dosedependent. Furthermore, expression of the chimeric C-terminal constructs with various hinge
motifs and membrane spanning regions showed that the identity of the hinge region is indeed
responsible for this decreased growth performance (Fig. 5.9).
To verify that this growth inhibition occurs via the same mechanism as expression of a
non-fungal SQS, we profiled the sterols by extracting non-saponifiable lipids or total lipids (Fig.
5.10). The wild-type yeast line BY4741 was transformed with expression vectors harboring two
copies of either the S. cerevisiae SQS C-terminal domain or the non-fungal SQS C-terminal
domains. Yeast were grown in glucose without exogenous ergosterol to repress the promoter,
and then induced for three days prior to extraction and analysis. Yeast inhibited by the fungal Cterminal domain displayed a very similar sterol profile when compared to yeast expressing nonfungal C-terminal domains except for a slight increase in lanosterol and decrease in zymosterol
accumulation. The total lipid extraction did not reveal an increase in the level of carboxysterol
intermediates. As a final method to test the mechanism of growth inhibition, the yeast line
ZX178-08 was transformed with the 1x and 2x C-terminal domain expression vectors and spot
plated on glucose and galactose media with added ergosterol. If growth inhibition was
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Figure 5.7: Effects of fungal and non-fungal SQS carboxy-terminal (CT) domains on growth of
wild-type BY4741 yeast.

Expression constructs harboring SQS carboxy-terminal domains

comprising the hinge and membrane-spanning domains (without the corresponding aminoterminal catalytic domains) were transformed into wild-type yeast and transformants grown in
non-inducing (glucose) and inducing (galactose) media. As an additional control, the yeast SQS
membrane-spanning helix (MH) was also tested. Three independent transformants for each
construct were grown to stationary phase in glucose media and used to inoculate liquid media
containing either glucose or galactose. Growth was monitored as optical density measurements
and the standard deviation was never greater than OD600=1.
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Figure 5.8: Fungal SQS carboxy-terminal domain expression inhibits wild-type yeast in a dose
dependent manner. Yeast line BY4741 was transformed with expression vectors harboring
either one (1x) or two (2x) copies of a SQS carboxy-terminal domain (without the catalytic
domain signified by an empty box) from the yeast, S. cerevisiae, C. albicans, and A. nidulans
(red); plant, A. thaliana (green); human, H. sapiens (yellow); or alga, B. braunii (blue). As a
control, yeast were also transformed with constructs containing one or two copies of the S.
cerevisiae membrane helix (MH) which does not include the hinge motif. Three independent
transformants representing each construct were initially grown in glucose media, and then
serially diluted and spot plated onto media where the promoter was either repressed (glucose)
or induced (galactose).
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Figure 5.9: The fungal hinge motif is responsible for growth inhibition when expressing a SQS
carboxy-terminal domain in wild-type yeast. Wild-type yeast line BY4741 was transformed with
expression vectors harboring two copies of a chimeric SQS carboxy-terminal domain (without
the catalytic domain signified by an empty box). Each chimeric C-terminal domain included a
hinge motif or membrane spanning helix from a yeast, S. cerevisiae (red); plant, A. thaliana
(green); human, H. sapiens (yellow); or alga, B. braunii (blue). Three independent transformants
representing each construct were grown in glucose media, serially diluted five-fold and spot
plated. Photographs were taken after 5 days of growth.
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Figure 5.10: Profiling sterol accumulation following expression of a fungal C-terminal domain
in wild-type yeast. Yeast line BY4741 was transformed with expression vectors harboring two
(2x) copies of a SQS carboxy-terminal domain from a yeast, S. cerevisiae (red), or alga, B. braunii
(blue). Cultures were grown in glucose media, induced for 3 days prior to extraction of nonsaponifiable lipids. Extracted lipids were derivatized prior to GC-MS analysis.
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solely caused by accumulation of a downstream sterol intermediate, then expression of the
fungal C-terminal domain would not be expected to inhibit yeast growth. However, the same
growth inhibition was seen in this yeast line as in the wild-type yeast BY4741 (Fig. 5.11).

Discussion
We have narrowed the region of the C-terminal domain responsible for modulating the
toxicity phenotype associated with accumulation of the putative carboxysterol intermediates.
This hinge motif appears to be serving some sort of structural role, perhaps helping to assemble
the C4 demethylation complex in the downstream sterol pathway into an efficient, metabolic
channel for ergosterol biosynthesis (Fig. 5.12). Disruption of this metabolic channel, especially
at the level of the sterol C4-decarboxylase, may also lead to impacts on sphingolipid and/or fatty
acid metabolism in the ER membrane [67,73,96].
This suggestion is corroborated by two additional observations. First, over-expression
of the hinge domain with a membrane spanning helix from any fungi, but not from a plant or
animal SQS, resulted in a very significant reduction in the growth rate of wild type yeast. Also,
when we aligned the hinge domains from five fungal, five animal, five plant, and two algal SQS
enzymes, a surprising degree of kingdom of life conservation and clustering is visible (Fig. 5.13).
This has important implications. If the hinge domains did not provide for some important
physiological function as demonstrated for the fungal hinge domains, one would not expect
such sequence conservation to have developed and been maintained. Instead, if the hinge
domains were only serving as linkers between the catalytic and membrane spanning domains,
there would be much greater randomization much like the membrane spanning portion of these
enzymes which retain hydrophobicity but not sequence identity within each kingdom.
The fact that this region is not only fungal-specific, but appears to be kingdom-specific
offers equally distinct opportunities for technological applications. The fungal hinge domain
does present itself as a target for antifungal therapeutic development, since our results
demonstrate that interfering with the role of the hinge domain of SQS can lead to inhibition of
fungal growth. This was described earlier when we co-expressed the active fungal SQS with an
inactive fungal SQS, and here where we greatly over-expressed the C-terminal domain of a
fungal SQS in wild-type yeast. Furthermore, we have demonstrated that only five amino acids of
the fungal hinge motif need to be disrupted for yeast to manifest the toxic growth phenotype.
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Figure 5.11: Fungal SQS carboxy-terminal domain expression inhibits yeast without a
functional sterol biosynthetic pathway. Yeast line ZX178-08 (∆erg9 mutant) was transformed
with expression vectors harboring either one (1x) or two (2x) copies of a SQS carboxy-terminal
domain from fungi, S. cerevisiae, C. albicans, and A. nidulans (red); a plant, A. thaliana (green); a
human, H. sapiens (yellow); or an alga, B. braunii (blue). Three independent transformants were
spot plated on media where the promoter was either repressed (glucose) or induced (galactose)
with exogenous ergosterol.
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Figure 5.12: A conceptual model for how the organization of the sterol pathway might be
facilitated by a non-catalytic hinge motif of SQS. Ergosterol biosynthesis is associated with the
cytoplasmic face of the endoplasmic reticulum, and the efficiency of the C4 demethylation
complex may be facilitated by the organization of enzyme complexes. The hinge motif of SQS
would mediate the formation of these complexes, and expression of this enzyme with a hinge
domain originating from a non-fungal SQS would not form such complexes, decreasing
biosynthetic efficiency.
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Figure 5.13: Comparison of the hinge motifs of squalene synthases across kingdoms of life. The
hinge motif of S. cerevisiae (top line) was compared to the corresponding hinge motifs of four
additional fungal SQS enzymes (red) as well as five plant (green), five animal (yellow) and two
algal (blue) SQS enzymes. The structure above the alignment shows the predicted helix-loophelix structure of the sequence as depicted in the published crystal structure of the human
enzyme. Colored boxes show sequence identities for hinge motif amino acids within each
kingdom, while gray shading illustrates conservation across all SQS enzymes. The percent
sequence identity and similarity for each sequence compared to the S. cerevisiae hinge region is
depicted to the right of the alignment beside a phylogenetic tree demonstrating the
evolutionary relationship between these sequences.
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This suggests that not only peptidomimetics but also small molecules could be used to
affect a similar phenotypic outcome in pathogenic fungi. Much like the development of MDM2
inhibitors, which were modelled after a helical motif of the binding partner p53, the inhibitors
could be modelled after the SKIEQ segment of the hinge motif and employed to inhibit the
fungal C4-decarboxylase. Recent advances in the study of the parasites responsible for causing
Leishmaniasis and Chagas disease in humans also show that controlling ergosterol biosynthesis
is a promising method for antiprotozoal therapy, and an alignment of the hinge domain of SQS
from these organisms suggests that this motif can also be utilized as a target for therapeutic
development (Fig. 5.14). The critical role that this domain has in the sterol biosynthetic pathway
of all eukaryotes further presents opportunities for the development of unique reagents to
modulate sterol metabolism in both animals and plants.
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Figure 5.14: Alignment of hinge motifs from SQS enzymes in each kingdom of life including
protozoans. (A) Alignment of the hinge motifs of SQS in each kingdom of life in comparison to
the hinge motif of SQS from two protozoan parasites, Leishmania donovani and Trypanosoma
cruzi. (B) A phylogenetic tree demonstrating the evolutionary relationship of the hinge motifs
between multiple kingdoms of life including plants (green), fungi (red), vertebrates (yellow),
algae (blue) and protozoans (purple).
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Chapter 6: Additional Applications and Inferences: Investigating the
Function of SQS Active Site Residues and Developing an Algorithm for
Identifying Similar Motifs
Introduction
Not only do the findings in these studies present opportunities for the development of
therapeutic agents, we also contend that the tools developed herein can be expanded to better
understand the activity of SQS and related enzymes as well as a host of additional proteins
conserved between kingdoms of life.

While we have focused on a non-catalytic region of

squalene synthase, the phenotype associated with the hinge motif can be applied to studies
involving the enzyme’s active site. Advances in our understanding of the structure-function
relationship of amino acid residues in SQS catalytic activity have the potential to improve
production platforms for triterpenes used as vaccine adjuvants, pharmaceuticals, nutraceuticals,
cosmetics, and biofuels [97,98]. Important studies performed with yeast and human SQS
proteins, as well as the dehydrosqualene synthase from Staphylococcus aureus (CrtM), have
provided insight into the mechanism of SQS catalytic activity, focusing primarily on the
aspartate-rich motifs in the five helical domains that make up the active site pocket
[27,37,40,99]. The crystallographic studies using human SQS have also identified likely regions
involved in NADPH binding, however this has not been determined empirically and there are
many more aspects of this and similar enzymes that have not been mapped [37].
Initial studies in our laboratory interconverted residues from SQS in yeast with those in
unique squalene synthase-like (SSL) enzymes found in algae to define which residues are
involved in the first and second half reactions. SSL enzymes from the algae B. braunii race B
produce squalene and botryococcene [33] These enzymes utilize the same two step mechanism
of SQS, but do so in multiple enzymes. SSL-1 catalyzes the first step, dimerizing the two
molecules of FPP to produce PSPP. This PSPP is released from the enzyme and becomes
available for two additional enzymes. SSL-2 uses PSPP and NADPH to produce 1’-1 linked
squalene, while SSL-3 catalyzes a similar reaction but produces botryococcene with a 1’-3
linkage. This series of enzymes is distinct from the algal SQS which is also present in B. braunii
and performs both the first and second half reactions for sterol biosynthesis [28].

The

botryococcene oil associates with the extracellular matrix of the algae and is believed to provide
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the buoyancy necessary to keep the algal colonies on the water’s surface where sunlight is
readily available.
Using reciprocal mutations in the active sites of these SSL enzymes, Bell et al. discovered
a double mutant (N171A, G207Q) in SSL-3 which converted its product specificity from
botryococcene to squalene [100]. Interestingly, the opposite mutations in the algal SQS (A177N,
Q213G) did not lead to botryococcene production. These rational design approaches are made
difficult by the low amino acid conservation between the SQS and SSL enzymes and would be
improved by a screening platform able to select for squalene production from a pool of random
mutant enzymes. Since we have shown that a non-fungal SQS is capable of complementing a
SQS knockout mutation in yeast when the pGAL10 promoter is not induced, we asked whether a
combination of SSL-1 and SSL-2 could also complement the knockout mutation. If so, then we
supposed that SSL-3 mutants could be screened for their ability to produce squalene by
selection on SC glucose media. The work described below surrounding this effort was done in
collaboration with Dr. Stephen Bell who was also a graduate student in the laboratory of Dr. Joe
Chappell.
The findings related to the hinge motif of SQS also have broader implications for other
conserved proteins involved in cell growth and metabolism. We have presented evidence for
the discovery of a protein motif associated with a highly conserved enzyme in eukaryotes that is
distant from the catalytic site and yet is essential for genetic complementation. We have
further demonstrated that this motif is conserved within but not between kingdoms of life, that
the hinge motif from plants and animals cannot replace the hinge motif of a fungal SQS. We
suggest that there are similar protein motifs associated with other enzymes that are kingdom of
life specific and play essential physiological roles in eukaryotic cells.
Identifying these kingdom-specific motifs or domains in other proteins presents an
interesting challenge. Current protein databases search for protein sequences using functional
domains such as active sites that are conserved not only within kingdoms of life, but between
kingdoms as well. Sequences such as the hinge motif that are conserved within but not
between kingdoms show less conservation overall and are therefore overlooked. Methods have
been described that search for specialized functions in protein sub-families, such as ligand
binding and protein-protein interactions, using protein sequence alignments. Some of these
methods, including SDPpred [101], ProustII [102], and Multi-harmony [103] allow the user to
define the groups for analysis, and so can be used to look at proteins within kingdoms of life
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rather than protein sub-families. However, many of these methods have been shown to have
modest and varying success identifying these sites. In order to identify kingdom-specific motifs,
we have designed a preliminary algorithm which compares amino acid conservation within
verses across kingdoms of life and have validated the algorithm’s ability to identify the SQS
hinge motif. The work designing the algorithms to examine kingdom of life specific domains was
done in collaboration with Dr. Jinze Liu’s laboratory in the Department of Computer Science, at
the University of Kentucky and involved Corrine Elliott (undergraduate) and Satrio Husodo (postback student).

Results
Determining a complementation phenotype for SSL1-SSL3 constructs in ∆erg9 yeast
In order to enhance our understanding of the active site residues necessary to produce
squalene from FPP, we designed a library screening method to identify mutations able to
convert the product specificity of SSL-3 from botryococcene to squalene. Previous attempts to
express the SSL-1 gene in a ∆erg9 yeast line led to growth inhibition, suggesting that the
overproduction of PSPP or PSOH in yeast does lead to growth inhibition. Co-expression of SSL-1
and SSL-2 separately also led to growth inhibition, unlike expression of SSL-1 and the partially
inactive yeast and algal SQS enzymes described in chapter 3. This suggests that the substrate
affinity of SSL-2 may not be high enough to efficiently convert PSPP into squalene.
Given these findings, it is likely that attempts to mutate SSL-3 would also lead to poor
substrate affinity. Therefore, we used a version of SSL-1 linked to SSL-3 using a GGSGx3 linker
sequence (SSL1-SSL3) [49]. Using the ZXB yeast line (∆erg9,1), we first expressed a variety of
constructs harboring the SSL1-SSL3 linked gene, as well as a version with the N171A and G207Q
mutations (SSL1-mtSSL3) already known to convert product specificity with and without the
yeast C-terminal domain (YCT). The C-terminal domain was added for two reasons. We
proposed first that adding a membrane spanning helix would help localize the enzyme and
increase its access to the substrate FPP, and second that it would allow the squalene producing
version of this dual enzyme to fully complement the SQS knockout mutation in yeast. Cultures
representing three colonies from each transformation were used to inoculate cultures which
were grown at room temperature for 7 days to quantify the levels of botryococcene and
squalene produced (Fig. 6.1A). Expression of each of the SSL1-SSL3 genes in a yeast line that is
not able to use squalene to produce sterols (ZXB) led to the identification of both botryococcene
97

Figure 6.1: The SSL1-mtSSL3YCT construct produces increased squalene in yeast which feeds
into the sterol biosynthetic pathway. A) Expression vectors containing the SSL1-SSL3 gene with
or without the mutations N171A and G207Q (mt) and with or without the C-terminal domain of
S. cerevisiae SQS (YCT) were transformed into the ZXB yeast line (∆erg9,1). Cultures were grown
for 7 days at room temperature before they were extracted and triterpenes quantified by GCMS. B) The same SSL1-SSL3 constructs were transformed into yeast line ZX178-08 (∆erg9), and
cultures were induced for 3 days before ergosterol and carboxysterol intermediates were
quantified.
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and squalene by GC-MS, however the level of each product depended on which variation of this
gene was expressed. The SSL1-SSL3 protein without the two amino acid mutations in SSL-3 or
the yeast C-terminal domain produced primarily botryococcene (7 µg/mL) with less than 2
µg/mL of squalene. Adding the two point mutations in the SSL-3 gene converted the product
profile, leading to approximately 10 µg/mL of squalene and less than 2 µg/mL of botryococcene.
The addition of the yeast SQS C-terminal domain clearly improved product accumulation,
leading to 25 µg/mL botryococcene with the SSL1-SSL3YCT protein and almost 60 µg/mL of
squalene when the SSL-3 gene was mutated. This is not surprising since it has previously been
demonstrated that expression of truncated forms of SQS led to very low product levels,
suggesting that ER membrane localization is critical for efficient use of the substrate FPP [39].
We then transformed each of the four constructs into the ZX178-08 yeast line (∆erg9) to
analyze yeast growth when squalene was allowed to continue through the sterol biosynthetic
pathway. Colonies from each transformation were grown in SCE glucose and induced for 3 days
in SCE galactose media prior to GC-MS analysis of the derivatized lipids (Fig. 6.1B). Levels of
both ergosterol and carboxysterols were assessed using a selective ion monitoring at m/z = 468.
The levels of ergosterol stayed relatively steady independent of the gene being expressed, while
the level of carboxysterols increased along with changes in squalene production. Expression of
the mutated SSL-3 genes led to the highest levels of carboxysterol intermediates, and the
addition of the yeast C-terminal domain did not decrease accumulation of this toxic
intermediate. This suggests that while the hinge motif in the C-terminal domain of SQS is critical
for preventing carboxysterol accumulation in the context of a full-length SQS, attaching the
domain to another enzyme may disrupt the structure of the hinge motif, preventing it from
assisting the C4 demethylation complex.
While the addition of the yeast C-terminal domain to SSL1-SSL3 did not decrease the
level of the toxic downstream intermediates, the presence of a membrane spanning helix did
increase the overall production of both squalene and botryococcene. For this reason, we
continued to use the genes containing this domain and proceeded to analyze yeast growth using
spot plate analysis. Three colonies from each transformation were grown in SCE glucose, 5x
serial diluted and spotted on both glucose and galactose media with and without exogenous
ergosterol (Fig. 6.2). As expected, yeast expressing the SSL1-SSL3YCT, which primarily makes
botryococcene, were only able to grow on media containing exogenous ergosterol, and growth
was not inhibited by induced gene expression. However, expressing the same gene with a
99

Figure 6.2: Expression of algal SQS genes produced by library mutagenesis and identified by
screening for the non-fungal SQS growth phenotype. Expression constructs containing SSL1SSL3YCT (wild type) or mutated at potitions N171, M204, and G207 were transformed into yeast
line ZX178-08 (∆erg9). Transformants were grown in non-inducing media (SCE glucose) for five
days before three independent transformants were spot plated onto non-inducing and inducing
media with or without exogenous ergosterol.
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mutated SSL-3 led to impaired growth on glucose media without exogenous ergosterol, and
growth was fully inhibited once the promoter was induced by galactose, a phenotype identical
to expression of a full-length non-fungal SQS.
Library screening identifies mutations capable of converting the catalytic specificity of SSL3
Since there was a clear difference in the growth phenotype of yeast expressing mutated
and non-mutated SSL1-SSL3 enzymes, we next produced a library of mutations in SSL-3 involving
amino acid positions 171 and 207. If this selection platform was successful, we expected to
uncover mutations capable of converting SSL1-SSL3YCT to a squalene synthase and to recover
the known mutant gene SSL1-mtSSL3YCT with N171A and G207Q mutations. Primers were
designed for saturation mutagenesis, with the ability to produce a total of 400 possible mutants.
In order to ensure that we were successfully mutating these positions to all possible amino
acids, 47 random constructs from the library were purified from E. coli and sequenced. We
discovered that 75% were mutated at one or both of the targeted positions, and the frequency
of substitution was 5-15% for each possible amino acid. We then transformed the library into
ZX178-08 yeast and selected for mutants on media that either repressed (SC glucose) or induced
(SC galactose) the promoter without any exogenous ergosterol.
Forty independent transformants were collected from the selection plates and the
plasmids responsible for the partial complementation phenotype were isolated and sequenced.
Two of the isolated constructs harbored SSL1-SSL3YCT genes without any mutations. One of
these was from an SC galactose plate (17gal8) and another from SC glucose (17glu13) while two
were found to contain the expected mutations at amino acid positions 171 and 207 (17glu26
and 17glu29). These four constructs were transformed back into yeast line ZX178-08 and
analyzed using spot plating on all four media types, SC glucose and SC galactose with and
without exogenous ergosterol (Fig. 6.2). Other mutations uncovered by this analysis are listed in
Table 6.1.
As expected, the constructs containing the chimeric gene without any additional SSL-3
mutations were able to grow on media with exogenous ergosterol independent of the carbon
source. Interestingly, the two mutated constructs were able to grow on three of the four media
types. As expected, growth was robust on SCE glucose media, and greatly impaired on the same
media without added ergosterol. However, these transformed yeast were able to grow on
galactose media with added ergosterol. A closer look at the sequencing data from these
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Table 6.1: Independent clones recovered from the SSL1-SSL3YCT mutant library on SC glucose
and SC galactose solid media. ZX178-08 competent cells were transformed with the mutant
library, and transformed yeast were allowed to recover in YPDE media for 18 hours and rinsed
with sterile water prior to plating on both SC glucose and SC galactose solid plates. Colonies
grown within 15 days were isolated and the DNA sequenced.
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constructs revealed an additional M204V mutation which could be contributing to this
phenotype.
Chemical profiling of these four enzymes showed that the two non-mutated constructs
made botryococcene at expected levels, while 17glu26 and 17glu29 produced mostly squalene
(Fig. 6.3).

17glu29 produced the same levels of squalene and botryococcene as SSL1-

mtSSL3YCT, which was surprising since yeast expressing this enzyme were able to grow on SCE
galactose media. This led us to suspect that the amount of squalene entering the sterol
pathway was decreased. On the other hand, the 17glu26 construct produced half the amount of
squalene when compared to the SSL1-mtSSL3YCT control. If this was due exclusively to the
additional M204V mutation, then the same would have been true for 17glu29. Therefore, there
may be an additional mutation in the backbone of the expression vector of 17glu26 that changes
the expression level of this enzyme and so decreases the amount of squalene accumulating.
Developing a naïve algorithm able to highlight the hinge motif of squalene synthase
The findings related to the hinge motif may have broader implications which extend
beyond the sterol biosynthetic pathway. The hinge motif uncovered when mapping the SQS
complementation phenotype is highly conserved within each kingdom of life, but not between
Kingdoms. It is likely that this pattern can be identified in other proteins involved in cell growth
and metabolism that are found in all eukaryotic cells. Hence, we designed an algorithmic
approach to identify these motifs on a broader scale, using SQS as an initial test case.
We first used the existing T-Coffee program [104] to align five characterized SQS protein
sequences from each kingdom of life: plant, animal, and fungal. In order to identify kingdomspecific regions of the alignment, each position was scored based on two conditions. The first
condition involved conservation within each individual kingdom of life (Ĉk). For instance, if the
second position in the alignment for the fungal SQS sequences is predominantly glycine, and it is
present in four of five sequences, the fungal identity score for that position would be 0.8 (4/5).
The second condition highly scored the positions in the alignment with amino acids that are
highly conserved throughout all kingdoms of life (Ĉall), such as the initial methionine or those in
the active site. These positions would have a score of one (15/15). The second position consists
of nine glycine residues in 15 total sequences for a score of 0.6 (9/15). These two values, within
the fungal kingdom and between kingdoms, are then used to calculate fungal-specificity by
subtracting the all-kingdom identity value from the fungal-specific identity value (0.8-0.6).
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Figure 6.3: The 17glu26 and 17glu29 mutants have a converted product specificity but produce
different levels of squalene. Expression vectors recovered from library mutagenesis containing
the SSL1-SSL3YCT gene without (17gal8 and 17glu13) or with the mutations N171A, M204V, and
G207Q (17glu26 and 17glu29) were transformed into the ZXB yeast line (∆erg9,1). Starter
cultures grown in SCE glucose were used to induce 3 mL of liquid SCE galactose media. Cultures
were grown for 7 days at room temperature before they were extracted and triterpenes
quantified by GC-MS.
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Kingdom-specificity (S) is then defined as the sum of the specificity values assigned to each
individual kingdom (Ŝk) and the scores are normalized to a value between 0 and 1 (Fig. 6.4A).

S = ∏ Sˆ k = ∏ Cˆ k − Cˆ all
k
k
The SQS hinge motif does not consist of a single or even a pair of highly conserved
amino acids, but rather a series of 16 highly conserved and closely grouped amino acids folded
into a 3-dimentional structure. We therefore implemented a sliding window to highlight motifs
rather than highly conserved but individual amino acids within the alignment (Fig. 6.4B). The
sliding window considers each position in the alignment and adjusts the score depending on the
scores of the surrounding positions. More specifically, the score at each position becomes the
average of the score at that position and four positions in each direction. This takes into
account amino acids with R groups that would be in close proximity if the structure of the motif
is an alpha helix with the expected 3.6 amino acids per turn. The hinge motif then becomes the
second highest scoring sequence within the fungal SQS protein. Mapping the amino acid
positions that have a kingdom-specificity score higher than 0.3 to the homology model of S.
cerevisiae SQS highlights those motifs that are available for protein-protein interactions (Fig.
6.4C).
The results from this naïve algorithm were then compared to the available functionality
predicting programs Proust II, SDPpred, and multi-harmony. The Proust II server was only able
to identify a single amino acid position near the amino-terminus of SQS with a Z score greater
than 2.5. Results from SDPpred and the two algorithms that are associated with multi-harmony
are depicted in figure 6.5. SDPpred results were converted into positive values for a more direct
comparison to results from the other programs. While each of these algorithms does identify
the SQS hinge motif, it is not as clearly defined as the naïve algorithm.
Discussion
The active sites of squalene synthase and related triterpene synthases have been
difficult to study in part due to the two step reaction mechanism. The discovery of the squalene
synthase-like enzymes in B. braunii provided a new method for exploring the requirements for
each step independently. Using these SSL enzymes, we sought to develop a screening method
for investigating the effect of multiple amino acid mutations on squalene production.
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Figure 6.4: The naïve algorithm for identifying kingdom-specific motifs identifies the hinge
motif of SQS. (A) An alignment of 5 fungal, 5 plant, and 5 animal SQS proteins was analyzed
using the naïve kingdom of life analysis (KoLa) algorithm and the resulting kingdom-specificity
measures are graphed along the amino acid sequence from S. cerevisiae SQS. The hinge motif is
shown in red. (B) A sliding window was then implemented to add a weighted score to identify
motifs with high kingdom-specificity. (C) An S. cerevisiae SQS homology model was colored
according to the scores from the KoLa algorithm with a sliding window. Amino acid positions
with an adjusted score of 0.35 were colored red, while scores greater than 0.3 were colored
purple.
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Figure 6.5: Currently available algorithms do not clearly identify the SQS hinge motif. The
alignment of 5 fungal, 5 plant, and 5 animal SQS proteins was analyzed using the SDPpred and
Multi-harmony (Sequence Harmony and Multi-relief) servers and the resulting functionality
scores graphed for comparison to the naïve KoLa algorithm. Amino acids corresponding to the
hinge motif are colored red.
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Our results show that the asparagine at positon 171 can be replaced by a less polar
residue of similar size as long as the glycine at position 207 is mutated to a charged residue. The
difference between the production of botryococcene and squalene lies in the way the
cyclopropyl intermediate PSPP is opened, leading to either a 1-1’ or 1-3’ linkage. Since the two
sites we chose for saturation mutagenesis, an asparagine at position 171 and glycine at position
207, are involved in specifying one of these two products, they are likely responsible for
determining how the cyclopropyl ring is oriented in the active site pocket. Molecular modeling
of these two enzymes based on the crystalized human SQS [100] shows that these residues may
be located opposite each other with their R groups oriented into the active site.
The presence of an additional M174V mutation in the two genes resembling SSL1mtSSL3YCT recovered from the library was unexpected. Since the C-terminal domain of the
yeast SQS did not allow the chimeric SSL gene to fully complement the SQS genetic deficiency in
this yeast line, leading to carboxysterol accumulation, there was an additional pressure on this
enzyme other than the need to produce squalene for ergosterol biosynthesis. For instance, any
mutations that would make the enzyme less stable, or more easily regulated, would be
preferred as the amount of squalene entering the downstream pathway and accumulating as
toxic intermediates could be more easily controlled.
While the growth phenotype caused by expression of a SQS without a functioning fungal
hinge motif has allowed us to begin investigating the role of active site residues in squalene
biosynthesis, the knowledge gained from discovery of the hinge motif led to the development of
a method for identifying additional kingdom-specific motifs. What we have presented here is
only an initial proof of principle, and many challenges remain before this approach is able to be
used on a larger scale. For instance, there must first be a method to identify proteins that are
present and highly conserved in many kingdoms of life and collect grouped sequences that can
be aligned. The alignment algorithm that best supports the identification of kingdom-specific
motifs must be determined, and even then dramatic changes in protein sequences within a
kingdom of life have the potential to disrupt the overall alignment. For this reason we plan on
identifying a method to remove sequences that act as outliers in the alignment and score the
alignments based on amino acid similarity as well as identity. Once kingdom-specificity can be
determined using a linear protein sequence, we must also consider protein three-dimensionality
and the formation of kingdom-specific domains from protein folding.
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Once developed, we believe that this algorithmic approach will shed light on
evolutionary mechanisms regulating many critical cellular metabolic pathways and aid both in
the generation of new therapeutics to control diseases and the biosynthesis of additional highvalue industrial products.
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Chapter 7: Concluding Remarks
This dissertation, explored the non-catalytic function of the C-terminal domain of SQS in
the sterol biosynthetic pathway. Beginning with a detailed description of the growth phenotype
caused by expression of fungal and non-fungal SQS proteins in a ∆erg9 yeast line (Chapter 3), we
discovered a likely cause of growth inhibition (Chapter 4) and mapped the motif in the Cterminal domain of SQS responsible for the phenotype (Chapter 5) that will aide in the future
development of a screening method for identifying novel antifungal agents. Highlights of
Chapter 3 include the observation that SQS genes from each kingdom of life were indeed able to
complement a SQS genetic deficiency, although growth was impaired when the SQS was nonfungal. Overexpression of a SQS with catalytic activity but with a non-fungal C-terminal domain
led to complete growth inhibition. This was despite the finding that all SQS enzymes were
expressed and active in yeast, and complementation or the lack thereof did not correlate with
levels of squalene production in vivo. This phenotype, though it occurred through a molecular
mechanism distinct from SQS catalytic activity, was dependent on a functioning sterol pathway.
In Chapter 4, this growth toxicity was mapped to the disruption of C4 demethylation, and more
specifically a step involving sterol C4-decarboxylation (SDC), by manipulating carbon flux and
profiling sterols within total lipid extractions.
There are a number of directions in which this work could next be pursued. Our work,
as well as previous investigations with various SQS proteins, showed that this growth phenotype
can be described as fungal versus non-fungal. However, complementation of the SQS genetic
deficiency has only been described for five fungal SQS proteins, and the lack of
complementation with a limited number of non-fungal SQS proteins. Further work would need
to be completed with SQS genes from a much wider variety of organisms to be confident in the
use of these terms. The specific cause of growth inhibition caused by a missing fungal hinge
motif also requires more investigation. While we are here tentatively identifying the two peaks
identified in yeast expressing a non-fungal SQS as carboxysterol epimers, these sterols must be
purified and NMR studies performed to verify the identity of the accumulating sterols
definitively. Addition of the carboxysterol to yeast lines able to take up exogenous sterols
would be expected to inhibit growth as well. It is also unclear whether the SQS hinge motif
interacts directly with the C4-decarboxylase or disrupts activity of the C4-decarboxylase through
an indirect mechanism in the sterol biosynthetic complex.
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The results in Chapter 5 return from the downstream sterol pathway to the C-terminal
domain of SQS and identify the hinge motif responsible for mediating complementation of the
SQS knockout mutation. It is unclear why point mutations in this hinge motif do not seem to
disrupt its ability to rescue C4-decarboxylase activity in yeast but can only confer the
complementation phenotype to a non-fungal SQS if the entire motif is present. Combinations of
point mutations involving isosteric and isoelectronic substitutions will be required to explore the
function of individual residues. Perhaps most interesting, however, is the finding that this motif
is not only fungal-specific, but may be kingdom specific as well. We are not suggesting that this
motif has the same function in each kingdom of life, but rather that it has a defined function in
each kingdom which creates evolutionary pressure leading to sequence conservation over time.
Additional experiments in plant and human cells are required to confirm that this claim is
accurate. Using the tools and findings in the previous chapters, we have begun the process of
creating screening protocols and algorithms for characterizing the function of residues in the
active site of SQS and identifying a variety of hinge-like kingdom-specific motifs.
Many of the findings described throughout this dissertation lead us back to the
development of a novel and promising antifungal agent based on the hinge motif of a fungal
SQS. There are a multitude of characteristics that must be considered when identifying a target
that has potential for the production of an anti-infective agent. For instance, it must be able to
function against medically important pathogens. While most of our work involved the growth of
nonpathogenic brewer’s yeast, we have also confirmed that SQS proteins from the two most
relevant genera of pathogenic fungi, Candida and Aspergillus, have hinge motifs that are capable
of functioning in the same manner as the motif found in S. cerevisiae SQS. It is also critical that
any novel therapeutic has a mechanism that is broad spectrum among all similar infectious
organisms without causing undue toxicity in the host. The fungal-specificity, and perhaps even
kingdom-specificity of the hinge motif identified here suggests that this would be the case for
therapeutics designed according to this motif. A newly developed anti-infective agent would
also need to inhibit the growth of pathogens that have become resistant to existing drugs. Since
the most commonly administered antifungal agents, the azoles, function by the development of
a side-pathway in ergosterol biosynthesis that includes the C4 demethylation complex,
inhibition of a step in this complex would be beneficial. An inhibitor that is designed to mimic
the hinge motif of a fungal SQS and disrupt the downstream sterol C4-decarboxylase has the
potential to be a safe and specific inhibitor of fungal growth.
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APPENDIX A: Abbreviations
BY4741 – Wild-type haploid yeast line
C-terminal – Carboxy-terminal
ER – Endoplasmic reticulum
FPP – Farnesyl diphosphate
GC-MS – Gas Chromatography-Mass Spectrometry
NADPH – Nicotinamide adenine dinucleotide phosphate
N-terminal – Amino-terminal
PSOH – Presqualene alcohol
PSPP – Presqualene diphosphate
SC – Synthetic complete media
SCE – Synthetic complete media with exogenous ergosterol
SDC – Sterol C4-decarboxylase
SKR – Sterol C3-ketoreductase
SMO – Sterol C4-methyloxidase
SSL-1 – Squalene synthase-like enzyme from B. braunii that converts FPP into PSPP
SSL-2 – Squalene synthase-like enzyme from B. braunii that converts PSPP into squalene
SSL-3 – Squalene synthase-like enzyme from B. braunii that converts PSPP into botryococcene
SQS – Squalene synthase
YCT – Yeast squalene synthase C-terminal domain
ZX178-08 – Yeast line capable of exogenous sterol uptake with a ∆erg9 mutation
ZXB – Yeast line capable of exogenous sterol uptake with ∆erg9 and ∆erg1 mutations
ZXE – Yeast line capable of exogenous sterol uptake with ∆erg9 and ∆erg7 mutations

112

REFERENCES
[1]
[2]
[3]
[4]
[5]
[6]
[7]

[8]
[9]
[10]
[11]
[12]

[13]
[14]

[15]
[16]

D. Bitar, O. Lortholary, Y. Le Strat, J. Nicolau, B. Coignard, P. Tattevin, D. Che, F. Dromer,
Population-Based Analysis of Invasive Fungal Infections, Emerg. Infect. Dis. 20 (2014)
1149–1155.
M.C. Fisher, D. a Henk, C.J. Briggs, J.S. Brownstein, L.C. Madoff, S.L. McCraw, S.J. Gurr,
Emerging fungal threats to animal, plant and ecosystem health., Nature. 484 (2012) 186–
94. doi:10.1038/nature10947.
C.A. Kauffman, Histoplasmosis: A clinical and laboratory update, Clin. Microbiol. Rev. 20
(2007) 115–132. doi:10.1128/CMR.00027-06.
M. Saccente, G.L. Woods, Clinical and Laboratory Update on Blastomycosis, Clin.
Microbiol. Rev. 23 (2010) 367–381. doi:10.1128/CMR.00056-09.
J.N. Galgiani, N.M. Ampel, J.E. Blair, A. Catanzaro, R.H. Johnson, D. a Stevens, P.L.
Williams, Coccidioidomycosis., Clin. Infect. Dis. 41 (2005) 1217–23. doi:10.1086/496991.
J.H. Chu, C. Feudtner, K. Heydon, T.J. Walsh, T.E. Zaoutis, Hospitalizations for endemic
mycoses: a population-based national study., Clin. Infect. Dis. 42 (2006) 822–825.
doi:10.1086/500405.
J. Menzin, J.L. Meyers, M. Friedman, J.R. Perfect, A.A. Langston, R.P. Danna, G.
Papadopoulos, Mortality, length of hospitalization, and costs associated with invasive
fungal infections in high-risk patients., Am. J. Health. Syst. Pharm. 66 (2009) 1711–7.
doi:10.2146/ajhp080325.
D.K. Warren, M.H. Kollef, Prevention of hospital infection, Microbes Infect. 7 (2005) 267–
273. doi:10.1016/j.micinf.2004.12.003.
L. Simonsen, L. a Conn, R.W. Pinner, S. Teutsch, Trends in infectious disease
hospitalizations in the United States, 1980-1994., Arch. Intern. Med. 158 (1998) 1923–8.
doi:10.1001/archinte.158.17.1923.
G.S. Martin, D.M. Mannino, S. Eaton, M. Moss, The epidemiology of sepsis in the United
States from 1979 through 2000., N. Engl. J. Med. 348 (2003) 1546–54.
doi:10.1056/NEJMoa022139.
G.D. Brown, D.W. Denning, N.A.R. Gow, S.M. Levitz, M.G. Netea, T.C. White, Hidden
Killers: Human Fungal Infections, Sci. Transl. Med. 4 (2012) 1–9.
doi:10.1126/scitranslmed.3004404.
H. Wisplinghoff, J. Ebbers, L. Geurtz, D. Stefanik, Y. Major, M.B. Edmond, R.P. Wenzel, H.
Seifert, Nosocomial bloodstream infections due to Candida spp. in the USA: Species
distribution, clinical features and antifungal susceptibilities, Int. J. Antimicrob. Agents. 43
(2014) 78–81. doi:10.1016/j.ijantimicag.2013.09.005.
M. Nowosielski, M. Hoffmann, L.S. Wyrwicz, P. Stepniak, D.M. Plewczynski, M.
Lazniewski, K. Ginalski, L. Rychlewski, Detailed mechanism of squalene epoxidase
inhibition by terbinafine., J. Chem. Inf. Model. 51 (2011) 455–62. doi:10.1021/ci100403b.
H.F. Tsai, M. Bard, K. Izumikawa, A.A. Krol, A.M. Sturm, N.T. Culbertson, C.A. Pierson, J.E.
Bennett, Candida glabrata erg1 mutant with increased sensitivity to azoles and to low
oxygen tension, Antimicrob. Agents Chemother. 48 (2004) 2483–2489.
doi:10.1128/AAC.48.7.2483-2489.2004.
Z. Khan, S. Ahmad, L. Joseph, K. Al-Obaid, Isolation of cholesterol-dependent, multidrugresistant Candida glabrata strains from blood cultures of a candidemia patient in Kuwait,
BMC Infect. Dis. 14 (2014) 188. doi:10.1186/1471-2334-14-188.
A. Bueid, S.J. Howard, C.B. Moore, M.D. Richardson, E. Harrison, P. Bowyer, D.W.
113

[17]
[18]
[19]

[20]
[21]
[22]
[23]
[24]
[25]

[26]
[27]
[28]
[29]
[30]
[31]

[32]
[33]

Denning, Azole antifungal resistance in Aspergillus fumigatus: 2008 and 2009, J.
Antimicrob. Chemother. 65 (2010) 2116–2118. doi:10.1093/jac/dkq279.
A. Pathak, F.D. Pien, L. Carvalho, Amphotericin B use in a community hospital, with
special emphasis on side effects., Clin. Infect. Dis. 26 (1998) 334–338.
D.W. Denning, Echinocandin antifungal drugs, Lancet. 362 (2003) 1142–1151.
doi:10.1016/S0140-6736(03)14472-8.
P.G. Pappas, C.A. Kauffman, D.R. Andes, C.J. Clancy, K.A. Marr, L. Ostrosky-Zeichner, A.C.
Reboli, M.G. Schuster, J.A. Vazquez, T.J. Walsh, T.E. Zaoutis, J.D. Sobel, Clinical Practice
Guideline for the Management of Candidiasis: 2016 Update by the Infectious Diseases
Society of America, Clin. Infect. Dis. 62 (2015) e1–e50. doi:10.1093/cid/civ933.
J. Fostel, P. Lartey, Emerging novel antifungal agents., Drug Discov. Today. 5 (2000) 25–
32. http://www.ncbi.nlm.nih.gov/pubmed/10637546.
C.M. Quinzii, S. DiMauro, M. Hirano, Human coenzyme Q10 deficiency, Neurochem. Res.
32 (2007) 723–727. doi:10.1007/s11064-006-9190-z.
T.T. Abd, T. a Jacobson, Statin-induced myopathy: a review and update., Expert Opin.
Drug Saf. 10 (2011) 373–387. doi:10.1517/14740338.2011.540568.
E.A. Stein, H. Bays, D. O’Brien, J. Pedicano, E. Piper, A. Spezzi, Lapaquistat acetate:
development of a squalene synthase inhibitor for the treatment of
hypercholesterolemia., Circulation. 123 (2011) 1974–85. doi:10.1161.
J.A. Urbina, J.L. Concepcion, S. Rangel, G. Visbal, R. Lira, Squalene synthase as a
chemotherapeutic target in Trypanosoma cruzi and Leishmania mexicana, Mol. Biochem.
Parasitol. 125 (2002) 35–45. doi:10.1016/S0166-6851(02)00206-2.
P. Veiga-Santos, K. Li, L. Lameira, T.M.U. De Carvalho, G. Huang, M. Galizzi, N. Shang, Q.
Li, D. Gonzalez-Pacanowska, V. Hernandez-Rodriguez, G. Benaim, R.T. Guo, J.A. Urbina, R.
Docampo, W. De Souza, E. Oldfield, SQ109, a new drug lead for chagas disease,
Antimicrob. Agents Chemother. 59 (2015) 1950–1961. doi:10.1128/AAC.03972-14.
C.-I. Liu, G.Y. Liu, Y. Song, F. Yin, M.E. Hensler, W.-Y. Jeng, V. Nizet, A.H.-J. Wang, E.
Oldfield, A cholesterol biosynthesis inhibitor blocks Staphylococcus aureus virulence.,
Science. 319 (2008) 1391–4. doi:10.1126/science.1153018.
G.W. Robinson, Y.H. Tsay, B.K. Kienzle, C. a Smith-Monroy, R.W. Bishop, Conservation
between human and fungal squalene synthetases: similarities in structure, function, and
regulation., Mol. Cell. Biol. 13 (1993) 2706–2717. doi:10.1128/MCB.13.5.2706.Updated.
S. Okada, T.P. Devarenne, J. Chappell, Molecular characterization of squalene synthase
from the green microalga Botryococcus braunii, race B., Arch. Biochem. Biophys. 373
(2000) 307–317. doi:10.1006/abbi.1999.1568.
W.D. Nes, Biosynthesis of cholesterol and other sterols, Chem. Rev. 111 (2011) 6423–
6451. doi:10.1021/cr200021m.
X. Zhuang, J. Chappell, Building terpene production platforms in yeast, Biotechnol.
Bioeng. 112 (2015) 1854–64. doi:10.1002/bit.25588.
C. Janke, M.M. Magiera, N. Rathfelder, C. Taxis, S. Reber, H. Maekawa, A. MorenoBorchart, G. Doenges, E. Schwob, E. Schiebel, M. Knop, A versatile toolbox for PCR-based
tagging of yeast genes: New fluorescent proteins, more markers and promoter
substitution cassettes, Yeast. 21 (2004) 947–962. doi:10.1002/yea.1142.
T.D. Niehaus, Elucidating the biochemical wizardry of triterpene metabolism in
Botryococcus braunii, Theses Diss. - Plant Soil Sci. (2011) 1–105. doi:10.1227/00006123197907010-00052.
T.D. Niehaus, S. Okada, T.P. Devarenne, D.S. Watt, V. Sviripa, J. Chappell, Identification of
unique mechanisms for triterpene biosynthesis in Botryococcus braunii., Proc. Natl. Acad.
114

[34]
[35]
[36]
[37]

[38]
[39]

[40]

[41]
[42]
[43]
[44]
[45]

[46]
[47]
[48]

Sci. U. S. A. 108 (2011) 12260–12265. doi:10.1073/pnas.1106222108.
M. Quail, S. Kelly, The extraction and analysis of sterols from yeast, Methods Mol Biol. 53
(1996) 123–131.
E. Bligh, W. Dyer, Canadian Journal of Biochemistry and Physiology, Can. J. Biochem. 37
(1959).
D. Xu, Y. Zhang, Ab initio protein structure assembly using continuous structure
fragments and optimized knowledge-based force field, Proteins Struct. Funct.
Bioinforma. 80 (2012) 1715–1735. doi:10.1002/prot.24065.
J. Pandit, D.E. Danley, G.K. Schulte, S. Mazzalupo, T. a Pauly, C.M. Hayward, E.S.
Hamanaka, J.F. Thompson, H.J. Harwood, Crystal structure of human squalene synthase.
A key enzyme in cholesterol biosynthesis., J. Biol. Chem. 275 (2000) 30610–7.
doi:10.1074/jbc.M004132200.
M.J. Osborn, J.R. Miller, Rescuing yeast mutants with human genes., Brief. Funct.
Genomic. Proteomic. 6 (2007) 104–11. doi:10.1093/bfgp/elm017.
R. Kribii, M. Arró, a Del Arco, V. González, L. Balcells, D. Delourme, a Ferrer, F. Karst, a
Boronat, Cloning and characterization of the Arabidopsis thaliana SQS1 gene encoding
squalene synthase--involvement of the C-terminal region of the enzyme in the
channeling of squalene through the sterol pathway., Eur. J. Biochem. 249 (1997) 61–9.
http://www.ncbi.nlm.nih.gov/pubmed/9363754.
D.A. Soltis, G. Mcmahon, S.L. Caplan, D.A. Dudas, H.A. Chamberlin, A. Vattay, D. Dottavio,
M.L. Rucker, R.G. Engstrom, S.A. Cornell-Kennon, Expression, purification, and
characterization of the human squalene synthase: use of yeast and baculoviral systems,
Arch. Biochem. Biophys. 316 (1995) 713–23. doi:10.1006/abbi.1995.1095.
M. Fegueur, L. Richard, a D. Charles, F. Karst, Isolation and primary structure of the ERG9
gene of Saccharomyces cerevisiae encoding squalene synthetase., Curr. Genet. 20 (1991)
365–72. http://www.ncbi.nlm.nih.gov/pubmed/1807826.
S.M. Jennings, Y.H. Tsay, T.M. Fisch, G.W. Robinson, Molecular cloning and
characterization of the yeast gene for squalene synthetase., Proc. Natl. Acad. Sci. U. S. A.
88 (1991) 6038–42.
K.M. Hanley, O. Nicolas, T.B. Donaldson, C. Smith-Monroy, G.W. Robinson, G.M.
Hellmann, Molecular cloning, in vitro expression and characterization of a plant squalene
synthetase cDNA., Plant Mol. Biol. 30 (1996) 1139–1151. doi:10.1007/BF00019548.
T. Nakashima, T. Inoue, A. Oka, T. Nishino, T. Osumi, S. Hata, Cloning, expression, and
characterization of cDNAs encoding Arabidopsis thaliana squalene synthase., Proc. Natl.
Acad. Sci. U. S. A. 92 (1995) 2328–2332.
S. Merkulov, F. Van Assema, J. Springer, A.F. Del Carmen, H. Mooibroek, Cloning and
characterization of the Yarrowia lipolytica squalene synthase (SQS1) gene and functional
complementation of the Saccharomyces cerevisiae ∆erg9 mutation, Yeast. 16 (2000)
197–206. doi:10.1002.
M.W. Zhao, W.Q. Liang, D.B. Zhang, N. Wang, C.G. Wang, Y.J. Pan, Cloning and
characterization of squalene synthase (SQS) gene from ganoderma lucidum, J. Microbiol.
Biotechnol. 17 (2007) 1106–1112.
G. Kispal, P. Csere, C. Prohl, R. Lill, The mitochondrial proteins Atm1p and Nfs1p are
essential for biogenesis of cytosolic Fe/S proteins, EMBO J. 18 (1999) 3981–3989.
doi:10.1093/emboj/18.14.3981.
K. Sasiak, H.C. Rilling, Purification to homogeneity and some properties of squalene
synthetase., Arch. Biochem. Biophys. 260 (1988) 622–627. doi:10.1016/00039861(88)90490-0.
115

[49]
[50]
[51]
[52]
[53]
[54]

[55]
[56]

[57]
[58]
[59]
[60]

[61]
[62]
[63]

S.A. Bell, Understanding the Chemical Gymnastics of Enzyme-Catalyzed 1’-1 and 1’-3
Triterpene Linkages, University of Kentucky, 2014.
U.. Laemmli, Cleavage of structural protins during the assembly of the head of
bactephage T4, J. Biol. Chem. 227 (1970) 1–6.
H.R. Thapa, M.T. Naik, S. Okada, K. Takada, I. Molnár, Y. Xu, T.P. Devarenne, A squalene
synthase-like enzyme initiates production of tetraterpenoid hydrocarbons in
Botryococcus braunii Race L., Nat. Commun. 7 (2016) 11198. doi:10.1038/ncomms11198.
T.-D. Kim, J.-Y. Han, G.H. Huh, Y.-E. Choi, Expression and functional characterization of
three squalene synthase genes associated with saponin biosynthesis in Panax ginseng.,
Plant Cell Physiol. 52 (2011) 125–137. doi:10.1093/pcp/pcq179.
T.K. Wu, Y.T. Liu, F.H. Chiu, C.H. Chang, Phenylalanine 445 within oxidosqualenelanosterol cyclase from Saccharomyces cerevisiae Influences C-ring cyclization and
deprotonation reactions, Org. Lett. 8 (2006) 4691–4694. doi:10.1021/ol061549r.
M. Germann, C. Gallo, T. Donahue, R. Shirzadi, J. Stukey, S. Lang, C. Ruckenstuhl, S.
Oliaro-Bosso, V. McDonough, F. Turnowsky, G. Balliano, J.T. Nickels, Characterizing sterol
defect suppressors uncovers a novel transcriptional signaling pathway regulating
zymosterol biosynthesis, J. Biol. Chem. 280 (2005) 35904–35913.
doi:10.1074/jbc.M504978200.
M. Garaiová, V. Zambojová, Z. Šimová, P. Griač, I. Hapala, Squalene epoxidase as a target
for manipulation of squalene levels in the yeast Saccharomyces cerevisiae, FEMS Yeast
Res. 14 (2014) 310–323. doi:10.1111/1567-1364.12107.
S. Taramino, M. Valachovic, S. Oliaro-Bosso, F. Viola, B. Teske, M. Bard, G. Balliano,
Interactions of oxidosqualene cyclase (Erg7p) with 3-keto reductase (Erg27p) and other
enzymes of sterol biosynthesis in yeast, Biochim. Biophys. Acta - Mol. Cell Biol. Lipids.
1801 (2010) 156–162. doi:10.1016/j.bbalip.2009.10.005.
a Nagumo, T. Kamei, J. Sakakibara, T. Ono, Purification and characterization of
recombinant squalene epoxidase, J. Lipid Res. 36 (1995) 1489–1497.
http://www.ncbi.nlm.nih.gov/pubmed/7595073.
B.P. Laden, Y. Tang, T.D. Porter, Cloning, Heterologous Expression, and Enzymological
Characterization of Human Squalene Monooxygenase, Arch. Biochem. Biophys. 374
(2000) 381–388. doi:10.1006/abbi.1999.1629.
A. Jandrositz, F. Turnowsky, G. Högenauer, The gene encoding squalene epoxidase from
Saccharomyces cerevisiae: cloning and characterization, Gene. 107 (1991) 155–160.
doi:10.1016/0378-1119(91)90310-8.
E.J. Corey, S.P. Matsuda, B. Bartel, Molecular cloning, characterization, and
overexpression of ERG7, the Saccharomyces cerevisiae gene encoding lanosterol
synthase., Proc. Natl. Acad. Sci. U. S. A. 91 (1994) 2211–5.
http://www.pubmedcentral.nih.gov/articlerender.fcgi?artid=43340&tool=pmcentrez&re
ndertype=abstract.
R. Thoma, T. Schulz-Gasch, B. D’Arcy, J. Benz, J. Aebi, H. Dehmlow, M. Hennig, M. Stihle,
A. Ruf, Insight into steroid scaffold formation from the structure of human oxidosqualene
cyclase., Nature. 432 (2004) 118–122. doi:10.1038/nature02993.
D. Gachotte, J. Eckstein, R. Barbuch, T. Hughes, C. Roberts, M. Bard, A novel gene
conserved from yeast to humans is involved in sterol biosynthesis., J. Lipid Res. 42 (2001)
150–154.
C. Mo, M. Valachovic, S.K. Randall, J.T. Nickels, M. Bard, Protein-protein interactions
among C-4 demethylation enzymes involved in yeast sterol biosynthesis., Proc. Natl.
Acad. Sci. U. S. A. 99 (2002) 9739–44. doi:10.1073/pnas.112202799.
116

[64]

[65]

[66]

[67]

[68]
[69]

[70]

[71]

[72]
[73]

[74]
[75]

[76]

A. Rahier, S. Darnet, F. Bouvier, B. Camara, M. Bard, Molecular and enzymatic
characterizations of novel bifunctional 3??-hydroxysteroid dehydrogenases/C-4
decarboxylases from Arabidopsis thaliana, J. Biol. Chem. 281 (2006) 27264–27277.
doi:10.1074/jbc.M604431200.
S.L. Kelly, D.C. Lamb, A.J. Corran, B.C. Baldwin, D.E. Kelly, Mode of action and resistance
to azole antifungals associated with the formation of 14 alpha-methylergosta-8,24(28)dien-3 beta,6 alpha-diol., Biochem. Biophys. Res. Commun. 207 (1995) 910–5.
doi:10.1006/bbrc.1995.1272.
C.M. Hull, J.E. Parker, O. Bader, M. Weig, U. Gross, A.G.S. Warrilow, D.E. Kelly, S.L. Kelly,
Facultative Sterol Uptake in an Ergosterol-Deficient Clinical Isolate of Candida glabrata
Harboring a Missense Mutation in ERG11 and Exhibiting Cross-Resistance to Azoles and
Amphotericin B, Antimicrob. Agents Chemother. 56 (2012) 4223–4232.
doi:10.1128/AAC.06253-11.
D. Gachotte, R. Barbuch, J. Gaylor, E. Nickel, M. Bard, Characterization of the
Saccharomyces cerevisiae ERG26 gene encoding the C-3 sterol dehydrogenase (C-4
decarboxylase) involved in sterol biosynthesis., Proc. Natl. Acad. Sci. U. S. A. 95 (1998)
13794–13799. doi:10.1073/pnas.95.23.13794.
M.E. Beattie, S.L. Veatch, B.L. Stottrup, S.L. Keller, Sterol Structure Determines Miscibility
versus Melting Transitions in Lipid Vesicles, Biophys. J. 89 (2005) 1760–1768.
doi:10.1529/biophysj.104.049635.
F. Morio, F. Pagniez, C. Lacroix, M. Miegeville, P. Le pape, Amino acid substitutions in the
Candida albicans sterol 5,6-desaturase (Erg3p) confer azole resistance: Characterization
of two novel mutants with impaired virulence, J. Antimicrob. Chemother. 67 (2012)
2131–2138. doi:10.1093/jac/dks186.
A. Geber, C.A. Hitchcock, J.E. Swartz, F.S. Pullen, K.E. Marsden, K.J. Kwon-Chung, J.E.
Bennett, Deletion of the Candida glabrata ERG3 and ERG11 genes: Effect on cell viability,
cell growth, sterol composition, and antifungal susceptibility, Antimicrob. Agents
Chemother. 39 (1995) 2708–2717. doi:10.1128/AAC.39.12.2708.
M. Bard, D.A. Bruner, C.A. Pierson, N.D. Lees, B. Biermann, L. Frye, C. Koegel, R. Barbuch,
Cloning and characterization of ERG25, the Saccharomyces cerevisiae gene encoding C-4
sterol methyl oxidase., Proc. Natl. Acad. Sci. U. S. A. 93 (1996) 186–190.
doi:10.1073/pnas.93.1.186.
L. Li, J. Kaplan, Characterization of yeast methyl sterol oxidase (ERG25) and identification
of a human homologue, J. Biol. Chem. 271 (1996) 16927–16933.
doi:10.1074/jbc.271.28.16927.
K. Baudry, E. Swain, A. Rahier, M. Germann, A. Batta, S. Rondet, S. Mandala, K. Henry,
G.S. Tint, T. Edlind, M. Kurtz, J.T. Nickels, The effect of the erg26-1 mutation on the
regulation of lipid metabolism in Saccharomyces cerevisiae., J. Biol. Chem. 276 (2001)
12702–11. doi:10.1074/jbc.M100274200.
M. Wu, R.S. Onge, S. Suresh, R. Davis, G. Peltz, Metabolic Profiling of Yeast Sterols Using
the Agilent 7200 Series GC / Q-TOF System Application Note, (2012) 1–12.
M. Wu, M. Zheng, W. Zhang, S. Suresh, U. Schlecht, W.L. Fitch, S. Aronova, S. Baumann,
R. Davis, R. St Onge, D.L. Dill, G. Peltz, Identification of drug targets by chemogenomic
and metabolomic profiling in yeast., Pharmacogenet. Genomics. 22 (2012) 877–86.
doi:10.1097/FPC.0b013e32835aa888.
J. Gallay, B. De Kruijff, Correlation between molecular shape and hexagonal HII phase
promoting ability of sterols, FEBS Lett. 143 (1982) 133–136. doi:10.1016/00145793(82)80289-5.
117

[77]

[78]
[79]

[80]

[81]
[82]

[83]
[84]
[85]
[86]
[87]

[88]
[89]
[90]

X.Y. Liu, A.W. Dangel, R.I. Kelley, W. Zhao, P. Denny, M. Botcherby, B. Cattanach, J.
Peters, P.R. Hunsicker, A.-M. Mallon, M.A. Strivens, R. Bate, W. Miller, M. Rhodes, S.D.
Brown, G.E. Herman, The gene mutated in bare patches and striated mice encodes a
novel 3β-hydroxysteroid dehydrogenase., Nat. Genet. 22 (1999) 182–187.
doi:10.1038/9700.
A. König, R. Happle, D. Bornholdt, H. Engel, K.H. Grzeschik, Mutations in the NSDHL gene,
encoding a 3β-hydroxysteroid dehydrogenase, cause CHILD syndrome, Am. J. Med.
Genet. 90 (2000) 339–346. doi:10.1002.
A.S. Mialoundama, N. Jadid, J. Brunel, T. Di Pascoli, D. Heintz, M. Erhardt, J. Mutterer, M.
Bergdoll, D. Ayoub, A. Van Dorsselaer, A. Rahier, P. Nkeng, P. Geoffroy, M. Miesch, B.
Camara, F. Bouvier, Arabidopsis ERG28 tethers the sterol C4-demethylation complex to
prevent accumulation of a biosynthetic intermediate that interferes with polar auxin
transport, Plant Cell. 25 (2013) 4879–4893. doi:10.1105/tpc.113.115576.
K. Natter, P. Leitner, A. Faschinger, H. Wolinski, S. McCraith, S. Fields, S.D. Kohlwein, The
Spatial Organization of Lipid Synthesis in the Yeast Saccharomyces cerevisiae Derived
from Large Scale Green Fluorescent Protein Tagging and High Resolution Microscopy,
Mol. Cell. Proteomics. 4 (2005) 662–672. doi:10.1074/mcp.M400123-MCP200.
C. Mo, M. Bard, A systematic study of yeast sterol biosynthetic protein-protein
interactions using the split-ubiquitin system, Biochim. Biophys. Acta - Mol. Cell Biol.
Lipids. 1737 (2005) 152–160. doi:10.1016/j.bbalip.2005.11.002.
C. Mo, M. Valachovic, M. Bard, The ERG28-encoded protein, Erg28p, interacts with both
the sterol C-4 demethylation enzyme complex as well as the late biosynthetic protein,
the C-24 sterol methyltransferase (Erg6p), Biochim. Biophys. Acta - Mol. Cell Biol. Lipids.
1686 (2004) 30–36. doi:10.1016/j.bbalip.2004.08.001.
C. Corbi-Verge, P.M. Kim, Motif mediated protein-protein interactions as drug targets,
Cell Commun. Signal. 14 (2016) 1–12. doi:10.1186/s12964-016-0131-4.
N.A. Woychik, M. Hampsey, The RNA polymerase II machinery: Structure illuminates
function, Cell. 108 (2002) 453–463. doi:10.1016/S0092-8674(02)00646-3.
A. Stein, P. Aloy, Novel peptide-mediated interactions derived from high- resolution 3dimensional structures, PLoS Comput. Biol. 6 (2010) 1–16.
doi:10.1371/journal.pcbi.1000789.
G. Fischer, M. Rossmann, M. Hyvönen, Alternative modulation of protein-protein
interactions by small molecules, Curr. Opin. Biotechnol. 35 (2015) 78–85.
doi:10.1016/j.copbio.2015.04.006.
K. Ding, Y. Lu, Z. Nikolovska-Coleska, S. Qiu, Y. Ding, W. Gao, J. Stuckey, K. Krajewski, P.P.
Roller, Y. Tomita, D. a Parrish, J.R. Deschamps, S. Wang, Structure-based design of potent
non-peptide MDM2 inhibitors., J. Am. Chem. Soc. 127 (2005) 10130–1.
doi:10.1021/ja051147z.
C. Zhang, P. Dai, A.M. Spokoyny, B.L. Pentelute, Enzyme-catalyzed macrocyclization of
long unprotected peptides, Org. Lett. 16 (2014) 3652–3655. doi:10.1021/ol501609y.
A.M. Spokoyny, Y. Zou, J.J. Ling, H. Yu, Y. Lin, B.L. Pentelute, A perfluoroaryl-cysteine
SNAr chemistry approach to unprotected peptide stapling, J Am Chem Soc. 135 (2013)
5946–5949. doi:10.1021/ja400119t.A.
H. Sun, Z. Nikolovska-Coleska, C.Y. Yang, L. Xu, Y. Tomita, K. Krajewski, P.P. Roller, S.
Wang, Structure-based design, synthesis, and evaluation of conformationally constrained
mimetics of the second mitochondria-derived activator of caspase that target the Xlinked inhibitor of apoptosis protein/caspase-9 interaction site, J. Med. Chem. 47 (2004)
4147–4150. doi:10.1021/jm0499108.
118

[91]

[92]
[93]

[94]
[95]
[96]
[97]
[98]
[99]

[100]

[101]

[102]
[103]
[104]

A.D. Schimmer, K. Welsh, C. Pinilla, Z. Wang, M. Krajewska, M.J. Bonneau, I.M. Pedersen,
S. Kitada, F.L. Scott, B. Bailly-Maitre, G. Glinsky, D. Scudiero, E. Sausville, G. Salvesen, A.
Nefzi, J.M. Ostresh, R.A. Houghten, J.C. Reed, Small-molecule antagonists of apoptosis
suppressor XIAP exhibit broad antitumor activity, Cancer Cell. 5 (2004) 25–35.
doi:10.1016/S1535-6108(03)00332-5.
C.I. Liu, W.Y. Jeng, W.J. Chang, T.P. Ko, A.H.J. Wang, Binding modes of zaragozic acid A to
human squalene synthase and staphylococcal dehydrosqualene synthase, J. Biol. Chem.
287 (2012) 18750–18757. doi:10.1074/jbc.M112.351254.
A.L. Hitchcock, K. Auld, S.P. Gygi, P.A. Silver, A subset of membrane-associated proteins is
ubiquitinated in response to mutations in the endoplasmic reticulum degradation
machinery., Proc. Natl. Acad. Sci. U. S. A. 100 (2003) 12735–40.
doi:10.1073/pnas.2135500100.
D.L. Swaney, P. Beltrao, L. Starita, A. Guo, J. Rush, S. Fields, N.J. Krogan, J. Villén, Global
analysis of phosphorylation and ubiquitylation cross-talk in protein degradation., Nat.
Methods. 10 (2013) 676–82. doi:10.1038/nmeth.2519.
V.G. Panse, U. Hardeland, T. Werner, B. Kuster, E. Hurt, A proteome-wide approach
identifies sumoylated substrate proteins in yeast, J. Biol. Chem. 279 (2004) 41346–41351.
doi:10.1074/jbc.M407950200.
E. Swain, K. Baudry, J. Stukey, V. McDonough, M. Germann, J.T. Nickels, Steroldependent regulation of sphingolipid metabolism in Saccharomyces cerevisiae., J. Biol.
Chem. 277 (2002) 26177–26184. doi:10.1074/jbc.M204115200.
S.K. Kim, F. Karadeniz, Biological Importance and Applications of Squalene and Squalane,
Adv. Food Nutr. Res. 65 (2012) 223–233. doi:10.1016/B978-0-12-416003-3.00014-7.
M. Spanova, G. Daum, Squalene - biochemistry, molecular biology, process
biotechnology, and applications, Eur. J. Lipid Sci. Technol. 113 (2011) 1299–1320.
doi:10.1002/ejlt.201100203.
E. Wurtele, J. Chappell, A. Jones, M. Celiz, N. Ransom, M. Hur, L. Rizshsky, M. Crispin, P.
Dixon, J. Liu, M. P.Widrlechner, B. Nikolau, Medicinal Plants: A Public Resource for
Metabolomics and Hypothesis Development, Metabolites. 2 (2012) 1031–1059.
doi:10.3390/metabo2041031.
S.A. Bell, T.D. Niehaus, S.E. Nybo, J. Chappell, Structure–Function Mapping of Key
Determinants for Hydrocarbon Biosynthesis by Squalene and Squalene Synthase-like
Enzymes from the Green Alga Botryococcus braunii Race B, Biochemistry. 53 (2014)
7570–7581. doi:10.1021/bi501264s.
O. V Kalinina, A.A. Mironov, M.S. Gelfand, A.B. Rakhmaninova, Automated selection of
positions determining functional specificity of proteins by comparative analysis of
orthologous groups in protein families., Protein Sci. 13 (2004) 443–456.
doi:10.1110/ps.03191704.
B. Reva, Y. Antipin, C. Sander, Determinants of protein function revealed by
combinatorial entropy optimization, Genome Biol. 8 (2007) R232. doi:10.1186/gb-20078-11-r232.
B.W. Brandt, K. Anton Feenstra, J. Heringa, Multi-Harmony: Detecting functional
specificity from sequence alignment, Nucleic Acids Res. 38 (2010) 35–40.
doi:10.1093/nar/gkq415.
C. Notredame, D.G. Higgins, J. Heringa, T-Coffee: A novel method for fast and accurate
multiple sequence alignment., J. Mol. Biol. 302 (2000) 205–17.
doi:10.1006/jmbi.2000.4042.
119

VITA
1. Place of Birth: Valencia, CA
2. Educational institutions attended and degrees already awarded:
Bachelor of Arts in Biology and in Religious Studies
Agnes Scott College, December, 2009
Advisors: Dr. Harry Wistrand, Dr. Tina Pippin
3. No professional positions held.
4. Scholastic and professional honors:
Terpnet 1st Place Student Poster Award (UK)
Travel Grant: ASBMB annual meeting (UK)
PSMRF Fellowship (UK)
Summa cum laude (ASC)
Hubert Scholar Award (ASC)
5. Professional publications:
Linscott, K.B., Niehaus, T.D., Zhuang, X., Bell, S.A., Chappell, J. "Mapping a kingdomspecific functional domain of squalene synthase." Biochimica et biophysica acta 1861, 9
Pt A (2016): 1049-57.
Kumar, S., Kempinski, C., Zhuang, X., Norris, A., Mafu, S., Zi, J., Bell, S.A., Nybo, S.E.,
Kinison, S.E., Jiang, Z., Goklany, S., Linscott, K.B., Chen, X., Jia, Q., Brown, S.D., Bowman,
J.L., Babbitt, P.C., Peters, R.J., Chen, F., Chappell, J. "Molecular Diversity of Terpene
Synthases in the Liverwort Marchantia polymorpha." The Plant cell 28, 10 (2016): 26322650.
Dolan Thomas, J., Hatcher, C.P., Satterfield, D.A., Theodore, M.J., Bach, M.C., Linscott,
K.B., Zhao, X., Wang, X., Mair, R., Schmink, S., Arnold, K.E., Stephens, D.S., Harrison, L.H.,
Hollick, R.A., Andrade, A.L., Lamaro-Cardoso, J., Lemos, A.P., Gritzfeld, J., Gordon, S.,
Soysal, A., Bakir, M., Sharma, D., Jain, S., Satola, S.W., Messonnier, N.E., Mayer,
L.W. "sodC-based real-time PCR for detection of Neisseria meningitidis." PloS
one 6, 5 (2011): e19361.
Robic, S., Linscott, K.B., Aseem, M., Humphreys, E.A., McCartha, S.R. "Bile acids as
modulators of enzyme activity and stability." The protein journal 30, 8 (2011): 539-45.
6. Kristin B. Linscott

120

